
The Journal 
of 

Biological Chemistiy 


Volume 137 
1941 


Hepnnlcd by arrangement vrilh the American Society of Biological Chemists, Inc. 

JOHNSON REPRINT CORPORATION 
New York, New York 




THE JOURNAL 


OF 


nOLOGICAL CHEMISTRY 

rocjcnra nt cnKssTSjm *. titartn xno triTAtNrn ts r*RT *r mt ciint»T:*v a. nrnrsr. 

vcvoaiALfCso 


EDITED TOR THE AMERICAN SOCIETY OF BIOLOGICAL CHEMSTS 


EOrrOIUAL BOARD 

RUDOLPH J. AKDERSOK HOWARD B. LEWIS 

W. LIAI^SFIELD CLARK ELMER V. MCCOLLUM 

HANS T. CLARKE WILLUM C. ROSE 

EDWARD A. DOISY DONALD D. VAN SLYKE 


VOLUME 137 
Baltimore 
1941 



CopTBionT, 1041 

BT 

THE JOURNAL OF BIOLOGICAL CHEMISTRY 


First reprinting, 1959, Johnson Reprint Corporation 



CONTENTS OF VOLUME 137 
Xo. 1, jAND'inv, 1911 

FAOC 

Lockhmit, E. E., and PorrEn, V. R. Studies on the mechanism of 
hydrogen transport in animal tissues. II. Reactions involving 
cytochrome c 1 

PoTTEn, V. R. Studies on the mechanism of hydrogen transport in 
animal tissues III. Cjanide inhibition of cytochrome c reduction 13 
Fashen-^, GL^Dt.s J., and Srirr, Hnvnv A. On the nature of the sac- 
charoid fraction of human blood. II. Identification of glucuronic 


acid 21 

Leveke, P. a. Mcthylation of hexosamines 29 

Hogan, Albekt G , Poweli,, Eocene E., and GuEnnAXT, Rai-pii E. 

.Anemia from lysine deCcicncy in deaminized casein 41 

FoEcn, Jonni, and Schkeideu, How.ard A. An amino acid constituent 
of ox brain cephalin 51 

Stadie, William C , Zapp, Jon.v A., Jn., and Luke.vs, Fkancis D. W. 
Intermediary metabolism in diabetes mcllitus. On the synthesis 
of carbohydrate from fat in the liver and from acctoacctatc in the 
kidney .. . 63 

Stadie, William C., Zapp, John A., Jn., and Lokens, Fha.vcis D. W. 
Intermediary metabolism in diabetes mellitus. The non-forma- 
tion of acetic acid and the ratio of ketone bodj' increase to fatty 
acid decrease in livers of diabetic animals 75 

Ross, William F , and CnniSTENSEN, Halvor X. Carbon suboxidc 
and proteins. I. The nature of the reaction 89 

Christensen, Halvor X., and Ross, William F. Carbon suboxide 
and proteins. II. The determination of malonic acid 101 

Ross, William F., and Green, Leila S. Carbon suboxide and pro- 
teins, III. The reaction of carbon Buboxide nith amino acids 105 
Dean, R. B. The determination of chloride in single isolated muscle 
fibers 113 

DoBois, Delapield. An apparatus for the study of rapid chemical 
reactions . 123 

PiLLEMER, L., and Ecker, E. E, .Anticomplcmentary factor in fresh 
yeast. . 139 

Boll, Henry B. Osmotic pressure of egg albumin solutions 143 

Barker, H. A. Studies on the methane fermentation. V. Biochemi- 
cal activities of Melhanobaclenttm omelianskii . 153 

Martin, Gostav J., and Lischek, Carl F. Polyhydroxyanthraquin- 

ones affecting coagulation time in vitamin K deficiency 169 

Hi 



IV 


Contents 


173 


183 


Welch, A. D. The preparation of a casein hydrolysate for the study of 
the relationship between choline and homocystinc 
MacKay, Eaton- M., Wick, Arne N., and Barnum, Cyrus P. Hepatic 
glycogen formation by the isomers of alanine 
Karjala, Sulo a., and Heidelberger, Michael. Specific and non- 
specific cell polysaccharides of an avian strain of tubercle bacillus 189 
Engel, Lewis L., Thorn, George W., and Lewis, Roger A. The 
urinar 3 ' c\crction of steroid compounds. I. Normal male subjects 205 
Sidney. Increased excretion of urinary ammonia in the dog 
following the intravenous injection of both natural and unnatural 
forms of certain amino acids 

Virtue, Robert W., and Do.ster-Virtue, Mildred E. Studies on 
the production of taurocholic acid in the dog. V. Methionine 
sulfoxide 

Harper, Harold A., and Deuel, Harry J., Jr. The urinary pyruvate 
in thiamine deficienej- 

Robinson, How ard W., and Hogden, Corinne G. The influence of 
scrum proteins on the spcctrophotometric absorption curve of 
phenol red in a phosphate buffer mixture 
Langi.ea, Wilson D. Urinary histidine. Determination of histidine 
in unne Histidine in normal and in pregnancy mines 
Barron, E. S. Guzman, Dick, George F., and Lyman, Carl M. The 
chemical nature of scarlet fever toxin 
Robinson, C. S., Stewart, David Earl, and Luckey, Freeman. The 
changes in composition of solutions of calcium chloride and calcium 

lactate in the intestine 

Bowman, Donald E. Some of the oxidation-reduction properties of 
the chorionic gonadotropic hormone 
Fries, B A., Entenman, C., Changus, G. W., and Chaikoff, I. L. 

The deposition of lipids in various parts of the central nervous sys- 
tem of the develoiiing rat 

Klii.n, Daniel. The determination of pj-ruvic acid in blood in the 
presence of acetoacctic aeid 
Sailr, Eleanor, Warga, Mary, and Grauer, Robert C. Differences 
in calibration curves of androsterone and dehydroisoandrosterone 317 
IjINLw f aa er, Hans, and Hoover, Sam R. A comparison of the action 
of crj-stalline papain on native and urea-denatured proteins 
Kuna, Martin, Ovakimian, G , and Levene, P. A. The correlation 
of the configurations of a-aminophenylacetic acid and of alanine 
CoiowicK, Sidney P., Kalckar, Herman M., and Coni, Carl F. 

Glucose phosphorylation and oxidation in cell-free tissue extracts 343 
CiiicK, Daaii) Some additional observations on the specificity of 
cholinesterase 

SriioNo, I . M., Feeney, R. E., Moore, Barbara, and Parsons, Helen 
r. I he nboflnA'in content of blood and urine 
SioKsTAD, E. L 11., .\lmquist, H. J., Mecchi, E., Manning, P. D. V., 
and IloGi Rs, R. E. The carbohydrate component of the rice 
factor 


217 


227 


233 


239 


255 


267 


283 


293 


303 


311 


325 


337 


357 


363 


373 



Contents 


V 


SPEnnv, WAnnEN M., nnd Brand, ri.on!;NcE C. A study of cholesterol 
esterase in liver and brnin ' • 3"' 

BERGKt!, .Tent's, .Toiinsov, Marvin J., nnd Baumann, C. A. Enry- 
niatic hydrolysis of d-peptidea 38*1 

Astmood, E. B., and .Tones, G. E. Seeoar. A simple method for the 
quantitative determination of prcRnancdiol in human urine .397 

Yannet, Herman. The effect of alkalosis on the relationship between 
serum etilciura nnd protein in rfio -109 

Pereira, Rcrens SaeomT;. A new photometric method for the de- 
termination of iron ■H7 

WiNNicK, Theodore, and GREENnERO, David M. The u.sc of optica! 

rotation in the study of protein hydroly.sis -129 

LiNDERSTRd'i-LANC, K., and Jacobsen, C. P. On the properties of 2- 
mcthylthiaiolinc nnd their relation to the protein problem 443 

Letters to the Editors 

HorrLE, G. A., Lampen, J. 0., and Pappeniieimer, Alwin M., Jr. 
Biotin as a growth factor for C203S strain of hemolytic streptococ- 
cus, Group A 457 

Jansen, E. F., and Balls, A. K. Chymopapain: a new crystalline 
protcin.asc from pap.aya latex. . . .... 459 

No. 2, Fedruart, 1941 

Morrison, Dempsie B., and IVilliam.s, Edward F., Jr. The solu- 
bility and titration of hemin and fcrrihcmic acid 461 

Horowitz, N. H., and Heegaard, Erik. Experiments on the car- 
boxylase of pea roots 475 

Blix, Gcnnar, Tiselics, Arne, and Sa’ensso.n, Harre. Lipids and 
polysaccharides in electrophorctically separated blood scrum 
proteins 485 

Blix, Gu.v.v.ar. Elcctrophoresisof lipid-free blood serum 495 

Spiegel-Adole, Mona, Seibert, Flore.nce B., nnd IIen.nv, George 
C. X-r.ay studies on tuberculin proteins . 503 

-Adolph, William H., and Lia.nc, Chiii-Chdan. Calcium in the 
alimentary tract of the rat 517 

Brom’.n, Herman, and Kolmer, Joh.n A. Studies on the chemical 
constitution of the antigenic substance in alcoholic tissue extracts 
concerned in the serum diagnosis of syphilis . 525 

-Abbott, Ltn.n DeForrest, Jr., and Leavis, Hom'ard B. ComparatiA'e 
studies of the metabolism of the amino acids. IX. Glycine pre- 
cursors. Availability of X-ethylglycine and glycolic acid for the 
synthesis of hippuric acid by the rabbit 535 

Pangborn, Mart C. A note on the purification of lecithin 545 

Cramer, Hichard D., and Kistiakowskv, G. B. The synthesis of 

radioactive lactic acid . 549 

Conant, James B., Cramer, Richard D., Hastings, A. Baird, 
Klemperer, Friedrich W., Solomon, A. K., and VENNESLANn, 



VI 


Contents 


Birgit. T^Ietabolism of lactic acid containing radioactive carboxyl 

carbon • 

LI^•GA^■E, James J., and Davis, Orris L. Polarographic determination 
of riboflavin (vitamin B;) and other vitamin B factors . 567 

Johnson, Marvin J, Isolation and properties of a pure yeast poly- 
peptidase • 

CovsoEAZio,W,V., and Dill, D.B. The determination of sodium 587 

Barron, E, S. Guzman, and Friedemann, Theodore E. Studies on 
biological oxidations. XIV. Oxidations by microorganisms which 
do not ferment glucose 593 

Broun, George Bosworth, and du Vigneaud, Vincent. The syn- 
thesis of S-(|8-amino-^-carbox}'cthyl)-homocysteine 611 

Rougiiton, F. j. W. a simple, aecurate method of estimating carbon 
monoxide in blood . . 617 

Lanford, Caroline Sherman, Cami>bell„H. L., and Sherman, H. C. 
Influence of different nutritional conditions upon the level of at- 
tainment in the normal increase of calcium in the growing body 627 
CoiiN, Mildred, Irving, George W., Jr., and du Vigneaud, Vincent. 

The amphoteric nature of the pressor principle of the posterior lobe 
of the pituitary gland 635 

MacVicar, Robert, and Heller, V. G. Blood chloride and phos- 
phorus content as affected by adrenalin injection 643 

Kuetiier, Carl A., and Smith, Arthur H. The absorption and fate 
of free citric acid in the rat 647 

Fieser, Louis F., Tishler, Max, and Sampson, W. L. Vitamin K 
activity and structure 659 


Montgomery, M. Laurence, Entenman, C., Chaikoff, I. L., and 
Nelso.v, C. The r61e of the external secretion of the pancreas in 
lipid metabolism. The prevention of fatty livers in depancreatized 


and duct-ligated dogs by the daily feeding of fresh pancreatic juice 693 
Entenman, C., Chaikoff, I. L., and Montgomery, M. Laurence. 

The role of the external secretion of the pancreas in lipid metabo- 
lism. The influence of daily ingestion of pancreatic juice upon the 
level of blood lipids in completely depancreatized and duct-ligated 
dogs maintained with insulin . 699 

Perlmaxn, Gertrude E. Combination of proteins and metaphos- 
phoric acid 707 

Ilu'-sELL, Jane A , and Wilhelmi, Alfred E. Metabolism of kidney 
ti''sue in the adrcnalectomized rat 713 

Schultzf, M. 0 , and Kuiken, K. A. The effect of deficiencies in 
copper and iron on the catalase activity of rat tissues 727 

Chiustensfn, Bert E , West, Edward S., and Dimick, Keene P. A 
simple apparatus and procedure for determination of amino acids 
by the ninhydrin reaction . 735 

Moss, A. R. The conA’crsion of ^-phenyllactic acid to tyrosine in 
norma! rats 739 



Contents vii 

TnES'NEii, N. n., nnd lUcitEn, F. A. A qunntitntivc rcduclion-oxidn- 
tion method for the rslimntion of vitnmin Ki nnd ny'iocintrd 

quinoncsnnd nnplithoqiiinones 7-15 

Allen', FniVK WonrnixoTON', nnd En.m, John J. The action of 

crystalline rilwnuclcasc on ribonucleic acid 757 

KuiiLEH, W. D.. and IlALVEnsTADT, I. F. The arid ptrength of bile 

acids 7G5 

HACBOirm, Felix. The prosthetic proup of siilfhcmoKlobin. . . 771 

Iff Urn to thr I'Hitors 

B. AiiKEn, S. B. Acetaldehyde in mammalian red blood cells 783 

\ViKTEiisTEiNF,R, 0., nnd Bero-strOm, Sene. The products formed by 

the action of oxygen on colloid.al solution.s of cholc.«tcrol ... . 765 

C. ARBOLL, \V. R., nnd Stjer, T. J. B. The nature of the stimulntion of 

yeast rc.spirat ion by chloroform-prcscr\’cd cytochrome c c.xtracts 787 
CoLomcK, SiDNET I\, and KaivCkar, Herman M. An nctix’ntor of the 
hexokinase s.vstcm. ... . 789 

Greenblatt, 1. J. Guanidinuria 791 

Beedino, Er.vest, Stein, Martin H., nnd Wonns, Herman. The 
formation of pyruvic acid following glucose ingestion in man . . . 793 
Gkee.vstei.v, Jesse P., Jenrette, IVe.voell V., Mioer, G. Ber- 
Rocens, and White, Jclics. The relative nrginn.“c activity of 
certain tumors nnd normal control tissues 795 

Index to Volume 137 797 




STUDIES ON THE MECHANISM OF HYDROGEN TRANS- 
PORT IN ANIMAL TISSUES 

11. REACTIONS INVOLVING CYTOCHROME C* 

Br n. i:. LOCKHARTt and V. R. POTTERJ 

(Fro-! the niochr—tier.l Ir.<!itvl(, Vr.trrrsity of StocLholrt, and the 
Caroline Inrtitute, Sloclholn, Streden) 

(Received for puldic.'ition, June 2J, 10!0) 

That a link between the cocnzj'mc .‘^•sterns and cytochrome c 
exists in the living cell is indicated by the fact that the oxidation 
of the metabolites which require coenzj’nies is inhibited by dilute 
C3'nnide in tissue slices (2, 3). Nevertheless when Ogston and 
Green (4) attempted to link these metaboIitc.s with cj'tochromc c 
outside the eel!, they were unsuccessful and for several years the 
coentj-mes could be linked to oxygon onl^' through the “old j'ellow 
enzjTne” (5) which was not likely to be the natural carrier for the 
sj’stems both because of its insensitivit}' to ej'anide and its slow 
rate of reaction. In 1 930 TheorcII (6) succeeded in linking Coll to 
cjdochrome c through the old 3'ellow cnzjTne but here also the 
rate was much lower than that which might be expected if the 
mechanism were to explain the physiological reaction. 

The question of the mechanism of the linkage of the coenzyme 
metabolites to cj'tochrome c was taken up at about this time by 
Szent-Gyorgj'i and his coworkers, who evolved the theory' of 4- 
carbon dicarboxylic acid catalj'sis (7). This theory proposes that 
hj'drogen from the metabolites reduces fumaric acid to succinic 
scid, which can then be oxidized via the cytochrome sj'stem b}' 
its dehj'drogenase, regenerating fumaric acid. However, experi- 
ments recently reported bj' Potter (8) suggest that whether or 
not hj'drogen transport can occur via the fumarate-succinate sys- 

A preliminary report appeared in Nature (1). 

T Anierican-Scandinavian Fellow, 1938-39. 

t National Research Council Fellow in the Natural Sciences, 1938-39; 
novT at the Mc.Ardle Memorial Laboratory, University of Wisconsin. 
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Mechanism of Hydrogen Transport. II 


tern, it appears that another mechanism must exist, and that the 
fumarate-succinate system is not an essential link in the hydrogen 
transport mechanism which connects Col with cytochrome c, as 
had been suggested. It seems at present that the newer mecha- 
nism may include the enzyme which was discovered independently 
in 1937 by Adler et al. (9) and by Green and Dewan (10) who called 
the enzyme “diaphorase” and “coenzyme factor” respectively. 
Although both groups reported that the new enzyme was linked 
to the cytochromes, no proof of this concept has ever been pre- 
sented, since cytochrome c reduction has not been demonstrated 
except with fresh crude tissue extracts. Dewan and Green (11) 
.stated that in addition to the coenzyme factor and cytochrome 
oxidase, cytochromes a and b but not cytochrome c were involved 
in the transport of hydrogen from diliydrocoz3rmase to oxygen. 
However, data to be presented below do not support that view 
and show that cytochrome c is needed for the reaction. The 
remaining problem is therefore the mechanism of the reaction 
between CoHjI and cytochrome c. The experiments were supple- 
mented with reduction tests in which succinate was the hydrogen 
donator. 

Haas, Horecker, and Hogness (12) have recently isolated from 
yeast a new yellow enzyme which catalyzes the direct reaction 
between C0H2II and cjdochrome c, and it remains to be seen 
whether an analogous situation exists in the case of Col. Pre- 
liminary’- e.xperimcnts by Potter' indicate that their enzyme does 
not link Col to cytochrome c, and that the Col enzyme as pre- 
pared for the present work does not link CoH to cytochrome c. 

EXPERIMENTAI, 

^'Comjilctc'’ Enzyme System — ^The method previously used for 
the preparation of the succinoxidase system was modified to in- 
clude a more thorough elimination of substances such as hemo- 
globin which absorb light in wave-lengths near the cytochrome c 
absorption band at 550 m;n. This was accomplished by the use 
of alternate water and saline washing, which has been used by 
von Euler and Hellstrom (13). The method is as follows; A fresh 
pig heart, after the removal of fat and fascia, was passed through 

’ Unpublislicd data obtained at the University of Chicago in the labo- 
ratory of Professor Hogness. 
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a meat grinder and (hen through a fine Latapic mincer. The 
mince, whicli usuallj* weighed about 100 gm., was w.ashcd alter- 
nately witli water and 2 j>cr cent XaCl (1 liter per washing) until 
five water and four salt washings had been completed. Tlie time 
for each washing w.as about 5 minutes, and after each washing 
the mince w.as hand-pressed in the cloth over which it had been 
washed. After the final washing and pressing, (he light colored 
residue, which weighed about 65 gm., was ground in a mortar 
\\ith about 50 gm. of sand and 200 ml. of .m/15 K:HP0«. The 
phosphate was added during a period of 20 minutes during which 
time all the grinding was done. The mixture w.as allowed to stand 
about an hour and w.as then pressed through the original cloth. 
The resulting extract w.as lightly centrifuged and the colloidal 
supemat.ant was used for the spectrophotometric experiments. 
All of the e.xperimcnts reported were done with extracts less than 
4S hours old, and the extracts were kept in the cold when not in 
use. The drv* weights after dialysis of ton preparations fell mthin 
the range of 5 to G mg. per ml. The properties of the preparation 
were similar to tho'^e of the succinoxid.ase preparation previously 
reported (S) except that the preparation was much lower in cyto- 
chrome c and hemoglobin. 

"Incomplete^’ Enzyme System — ^This cnz^-mc was prepared from 
pig heart by extracting according to Stotz and Hastings (14), 
precipitating the extract at pH 4.6, diydng the precipitate in vacuo, 
homogenizing the diy powder in alkaline phosphate, and centrifug- 
ing to obtain a colloidal supernatant. This preparation contains 
an active diaphorase but does not catalyze the reduction of cyto- 
chrome c by CoH.I, as shoivn below. Since this work was done, 
the method for the isolation of Straub’s flavoproteiri was pub- 
lished (15) and this enzyme has been found by Potteri to consti- 
tute a more active diaphorase than the enzyme here described, 
while it likewise does not catalyze the reduction of cytochrome c. 

Miydrocozymase — The use of this compound obviates the neces- 
sity of using metabolites plus dehydrogenases plus coenzyme as a 
source of hydrogen and thus simplifies the system under considera- 
tion. The dihydrocozymase was made up by dissolving 5 mg. 
of cozymase in 0.5 ml. of 0.5 m Na and K phosphate bufifer, pH 7.6, 
in a 20 ml. Thunberg tube. To this was added 5 mg. of sodium 
hydrosulfite in 0.5 ml. of phosphate followed by 4.0 ml. of water. 
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The buffer and water were previously freed from oxygen by evacua- 
tion. The mixture was then evacuated and incubated for 1 hour 
at 30°. The solution was then aerated for 1 or 2 minutes and 
the dihydrocozymase content w'as determined by measuring the 
extinction at 334 mju before and after acidification. The extinc- 
tion measurements also afforded proof that the solution was free 
from hydrosulfite. The solution appears to be rather unstable, 
and the dry preparation according to Ohlmeyer (16) has given 
better results. The above method was used for most of the work 
reported here and is convenient when only small amounts of mate- 
rial are available. 

Cylochrome c — Dry preparations containing about 90 per cent 
cytochrome c (0.34 per cent Fe) were used. 0.001 m solutions of 
this product were made up in 0.01 n HCl and kept in the cold. 
The acid keeps the cytochrome completely oxidized. 

Cyanide — 0.01 N KCN containing 0.009 N HCl was used. This 
solution is allcaline enough to retain HCN but has virtually no 
buffering capacity. 

ATyparatns — The rate of cytochrome c reduction was determined 
by measuring the rate of change in In 1q/I at 550 m^ by means of 
spectrophotometric equipment similar in principle to that de- 
scribed by Warburg (17) but having a tungsten filament as a light 
source. The light entering the reaction cell had a wave-length of 
550 ± 1 my. The change in absorption during the reaction was 
measured by means of a photoelectric cell and a sensitive elec- 
trometer which was calibrated for each run by means of a rotating 
sector which could be adjusted to correspond to different degrees 
of extinction while rotating. Calibration curves were then used 
to convert electrometer readings into E (extinction) values, i.e. 
In lo/I, in terms of which all results are reported. 

The measurements of the rate of dihydrocozymase oxidation 
were made with a similar apparatus except that the light source 
was a mercury arc and a quartz monochromator was used to iso- 
late the line at 334 my (see Gunther (18)). 

Participation of Cytochrome c in Oxidation of CoH^I 

In the experiments reported in this section we have used only 
the preparation of the so called complete enzyme system. The 
cytochrome c content of these preparations was so low that it 
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could not be measured quantitativcl.v, although all three ej’to- 
chromes could be detected. In order to study the oxidation of 
CoH:I, small portion-? of the ensyme together with buffer and all 
additions except dihydrocozym.asc were made up to a standard 
volume and the extinction at 331 m/i was measured. Between 60 
and 90 y of CoH;! were then added, re.‘?ulting in an immediate rise 



Fic. 1. EfTcct of added cytochrome c on the oxidation of dihydro- 
cozj-m.asc. Curve 1 corresponds to the following reaction mixture, 0.10 ml. 
of complete enzyme, 0.^0 ml. of 0.5 m phosphate, pH 7.0, 3.-10 ml. of water, 
and, after the first rending, 0.10 ml. of CoII;I solution equivalent to 60 
of Col. The other curvc.s correspond to the same reaction mixture as in 
Curve 1 except that the following additions displaced an equal amount of 
water, Curve 2, 0.20 ml. of 0.00002 .m cytochrome c; Curve 3, 0.40 ml. of 
0.00002 M cytochrome c; Curve 4, 0,20 ml. of 0.00002 m cytochrome c plus 
0.40 ml. of 0.001 M neutral cyanide. All the curx’cs arc adjusted to the 
original extinction value.s indicated, which in no ease is more than 0.05 
unit from any of the actual obscrx'ations. The arrow indicates the addi- 
tion of the reduced cozymasc. The dotted line shows the extinction of the 
reaction mixtures before the reduced cozymasc was added. 

in extinction which then decreased with time as the dihydro- 
coCTTnase was oxidized. Various amounts of enzyme were tried 
and an amount which gave an o.xidation time of about 10 minutes 
was taken as standard. The effect of additions of cytochrome c 
and of cyanide on the reaction was then studied. Fig. 1 shows 
the results of a typical experiment. It can be seen that the addi- 
tion of only 0.2 ml. of 0.00002 m cidochrome c (4 X 10"® mole) 
produced a marked acceleration in the rate of dihydrocozymase 
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oxidation, and since the preparation was not completely free from 
cytochrome c it is believed that the slow rate of dihydrocozymase 
oxidation in the absence of added cytochrome is due to traces 
already present in the enzyme preparation.^ Doubling the 
amount of added cytochrome did not appreciably increase the 
rate of oxidation. The fact that the reaction was blocked by the 
addition of cyanide in a final concentration of only 0.0001 m is a 
good indication that cytochrome oxidase is part of the system 
which brings about the oxidation of dihydrocozymase. The 
lowest effective concentration of cytochrome c has not been deter- 
mined. From these results, however, we suggest that the normal 
path of hydrogen transport from dihydrocozymase to oxygen 
includes cytochrome c and cytochrome oxidase. Taking advan- 
tage of the fact that reactions involving cytochrome c may be 
studied spectrophotometrically at 550 m/i, we proceeded to study 
the mechanism of c 3 '^tochrome c reduction, eliminating cytochrome 
oxidase and oxygen from the I’eaction chain and thereby further 
cutting down the number of variables in the reaction mechanism. 

Reduction of Cytochrome c 

Complete versus Incomplete Enzyme Systems — That diaphorase 
cannot react directly with cytochrome c was demonstrated by 
using two types of enzymes which are referred to as complete and 
incomplete with reference to their ability to promote the reduc- 
tion of cj'tochrome c. In qualitative experiments it was shown 
that the complete sj-^stem would reduce cytochrome c w^hen C 0 H 2 I 
was added, and the incomplete system wmuld not, while cither 
preparation w^ould catalyze the anaerobic reduction of methylene 
blue bj’ C 0 H 2 I. After the reductioh in the case of the complete 
system had been studied (see the next section), the earlier experi- 
ments with the incomplete system were repeated with the photo- 
electric aijpnratus. Since in the case of the incomplete enzyme 
the dj’c reduction occurred and the cytochrome c reduction did 
not occur (sec Fig. 2), there seems to be little doubt that a factor 
which is present in the complete enzjmes and which is not dia- 

’ In similar experiments with complete enzyme preparations from three 
t% pcs of neoplasms there was no oxidation of CoHjI whatsoever in the 
ahronce of added cytochrome c, wliile the reaction proceeded to completion 
when eytochramc c was added (19). 
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phonise (diapliorasc being domonstraled on tlio basis of mctlo'Jcnc 
blue reduction) is required for the reduction of cytochrome c by 



Fig. 2 Fig. 3 


Fig. 2. The reduction of cytochrome c by diliydrocosyma-'c in the pres- 
ence of complete nnd incomplete enzyme prep.arations. In the case 
of the complete enzyme the cell contained the following, 0.20 ml. of 0.2 st 
borate, pH 7.8, 0.10 ml. of 0.001 M cytochrome c, 1.00 ml. of water, 0.30 ml. 
of complete Enzyme 9, 0.20 ml. of 0.01 m cyanide, nnd, after the first read- 
ing, 0.20 ml. of solution containing 152 y of CoHjI. In the case of the 
incomplete enzyme, 1.3 ml. of Preparntion D-2 were used and no water was 
added. The dotted lino shows the c.xtinction of the same amount of cyto- 
chrome when reduced with Xn:SjO«. The arrow indicates the addition of 
reduced cozjTnase. The dinphornsc content of the preparations was meas- 
ured by their ability to promote the anaerobic reduction of methylene blue. 
The reaction mixtures were the same except that 0.10 ml. of 0.0005 m dj'c 
replaced the cytochrome, and the relictions were carried out at 37° instead 
0 20 ; 0.10 ml. of eompletc enzyme reduced the dye in 1.5 minutes, and 
■a ml. of incomplete enzyme reduced the dye in 3.5 minutes. In the 
a rence of enzyme the dye was reduced in about 55 minutes. 

P" augmentation of the strong cyanide effect by incubation 

and by increased pH. Each cell contained 0.20 ml. of 0.2 m borate buffer, 
° 9-0 as indicated above, 0.10 ml. of 0.001 m cytochrome c, 1.00 

m . of ^ater, 0.30 ml. of complete Enzyme 7, 0.20 ml. of 0.1 m cyanide in 
e CMC of the solid lines, 0.20 ml. of 0.001 m cyanide in the case of the 
0 ed lines, and, after the first reading, 0.20 ml. of CoH-I solution equiva- 
en to 130 Y of Col in all cases as shown by the arrow. The time of incuba- 
tion IS indicated on the curves. 


CoHjI, while such a factor is not needed for the reduction of meth- 
y ene blue. Indeed, the participation of diaphorase in the cyto- 
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chrome reduction remains to be shown, since its mere presence 
in the complete system is not enough to warrant the conclusion 
that it is an essential link in the transport mechanism between 
C 0 H 2 I and cytochrome c. 

Cyanide Inhibition of Cytochrome c Reduction— The reduction of 
cytochrome c was studied without the use of anaerobic conditions 
by adding dilute cyanide to block the action of cytochrome oxidase, 
which was present in the complete preparations. It can be seen 
from Fig. 1 that 10“^ m cyanide was sufficient to block completely 
the oxidation in that experiment. Experiments with succinate 
showed that the oxidase is effectively blocked by cyanide in final 
concentrations of 10"® m, and that lower levels represent critical 
concentrations of the inhibitor. Experiments with 10"' m cyanide 
showed that the redticlion of cytochrome c is inhibited by this 
concentration of cyanide, and it is therefore not unlikely that 
even 10"® m cyanide has some inhibiting effect on the reduction 
of cytochrome c. We have therefore used 10"'* m cyanide whenever 
this was possible in order to block the oxidase, which appears to 
be from 10 to 100 times as sensitive to cyanide as the cytochrome- 
rcducing system. 

Since the cyanide inhibition of cytochrome c reduction appeared 
to be a now observation, it was studied in somewhat greater detail, 
after determination of the proper amounts of C 0 H 2 I and of suc- 
cinate to be used for the reduction of 1 X 10"''^ mole of cytochrome 
c, which was the amount best suited for the spectrophotometric 
measurement. The inhibition of cytochrome c reduction was 
found to be dependent upon both time and pFI. The results are 
shown in Fig. 3, and, although omitted for the sake of brevity, 
perfectly analogous results were obtained in experiments in which 
succinate was used instead of CoHoI. Experiments in which the 
oxidase was blocked out with 10"'* m cyanide but in which the 
reduction was apparently unaffected are included for controls. 
It is ai)parcnt that the reduction proceeded virtually at the same 
rate at either pH 7.8 or 9.0, and that the inhibition by 10"® M 
cy.anide was more rapid at pH 9.0 than at pH 7.8, although the 
inhibition was complete even at pH 7.8 if 30 minutes incubation 
time were allowed before the addition of C 0 H 2 I. The inhibition 
of the oxidase by dilute cyanide on the other hand appears to be 
instantaneous. It has been shown by von Euler and Hell- 
Strom (13) that diaphorase is not inhibited by a pH of 9.0 in 
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Thunberg tests and it tos sho^n by Adler, von Euler, and Hell- 
strom (9) that diaphorase is not inhibited by 10~’ M cyanide, ^ye 
have confirmed both of these obsen-alions under conditions exactly 
parallel wth our cytochrome c reduction tests. It seems clear 
therefore that neither the cyanide nor the pH cfTcct involves 
diaphorase. 


DISCtJSSION 

Although the results of Ogston and Green (4) and Dewan and 
Green (11) do not support our conclusion that cj'tochrome c is an 
essential link in the h 3 'drogcn transport mechanism between the 
coenzjTnes and oxj'gen, more recent work bj' Hawthorne and 
Harrison (20) supports our position and appears to afford an 
e-xplanation for the results of Dewan and Green. Thej' demon- 
strated a stimulation of oxygen uptake bj' cj’tochrome c in a 
sj'stcm invoh*ing a preparation of cytochromes a and b similar to 
that used bv* Dewan and Green by diminishing the concentration 
of the preparation of cj'tochromes a and b 20- to 40-foId. It 
was also shown that in the presence of large amounts of this 
preparation, additions of cj'tochrome c were mlhout effect, as 
had been reported bj' Dewan and Green in the case of the Col 
system. We feel that the results of Dewan and Green cannot be 
said to prove that cytochrome c is not involved in the oxidation 
of the coenzyme-linked metabolites until their preparation of ej'to- 
chromes a and b is shown to be free from cytochrome c, and even 
if this is shown, one must ask whether the o.xidation of CoHjI 
by cytochromes a and b, if it occurs in the absence of cytochrome c, 
actually represents the physiological mechanism. 

In attempting to analyze the mechanism by which cytochrome c 
IS reduced, we considered that cytochrome b stood out among the 
various possibilities (1). A similar suggestion has also been made 
by Keilm and Hartree (21). In our own work, the reduction of 
cytochrome c took place with preparations which contained cyto- 
chrome b and failed in preparations in which cytochrome b could 
not be demonstrated, and in which one would expect cytochrome b 
to be lacking, on the basis of Keilin’s work. The inhibition of 
cytochrome c reduction in the presence of 0.01 m cyanide also 
pomted to cytochrome b, since the autoxidation of cytochrome b 
appeare to be affected by higher concentrations of cyanide (22), 
and since the other members of the reaction chain (diaphorase, 
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cytochrome c) were considered not to be affected by cyanide. 
Keilin and Hartree have stated that cytochrome c and cyanide 
do not form a complex (21, 23) although this possibility is defi- 
nitely indicated in recent experiments by Potter (24), The latter 
ex-periments furnish an adequate explanation for the cyanide effect 
and make unnecessary the assumption that C 3 diochrome h is 
involved. 

The oxidation-reduction potential of cytochrome b is well below 
that of cytochrome c according to Ball (25) and is well above that 
of Col (26). This fact supports the idea that cytochrome b could 
be part of the cytochrome c reducing mechanism, as Ball pointed 
out. The potential of cytochrome 5 also meets the requirements 
of a catalj-^st which could link C 0 H 2 I to fumarate anaerobically or 
succinate to oxygen under aerobic conditions. 

The results of Dewan and Green arc of further interest in con- 
nection w’ith the theory that cytochrome b is involved in the 
reduction of cytochrome c by C 0 H 2 I. They reported that dia- 
phorase plus C 0 H 2 I would reduce preparations of cytochromes o 
and b but not cytochrome c. Our own experience suggests that 
cytochrome c is reduced if the preparation of cytochromes a 
and h is present in addition to the diaphorase and C 0 H 2 I. It has 
not yet been possible to separate cytochromes a and h from each 
other or from cytochrome oxidase or indeed from diaphorase 
activity. Therefore it is clearly not yet possible to conclude that 
the mere presence of any one of these compounds in an active 
preparation of what may for the moment be referred to as "cyto- 
chrome c reductase” is proof that any of the compounds are 
needed for the reaction, since any one of the constituents or some 
unknown constituent may be the transporting mechanism. The 
indirect evidence outlined above can all be explained, however, 
on the assumption that C 0 H 2 I reduces cytochrome b in the pres- 
ence of diaphorase, and that the cytochrome c is then reduced by 
cytochrome h. The results wdth succinate can also be explained 
on the assumption that cytochrome b is reduced by succinate in 
the presence of succinic dehydrogenase. Hopkins ct al. (27) have 
recently reported that succinic dehydrogenase does not react 
directly with cytochrome c. 

The concept that the cytochromes act together to form a chain 
in the h 3 ’drogen transport mechanism, as suggested above, is not 
now, but proof of the concept has not been forthcoming, and the 
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•work of Dewnn and Green and of Ogston and Green led Martins 
in a recent review ( 2 S) to suggest that the various cytochromes 
might represent alternate path*; of hydrogen transport, rather 
than a single path. The present work appears to refute tlie evi- 
dence ( 4 , 11 ) upon which the M.artius concept w.as b.ased. 

Thus far all attempts to obtain the ‘‘Col-cylochrome c re- 
ductase” in solution have failed, and thus the i)reparation could 
not be fractionated. The isolation of the new "CoH-II-cyto- 
chrome c rcduct.asc” which Ha.as, Horccker, and Hogness have 
obtained in soluble form from yeast proves that a yellow enzyme 
exists which is capable of reducing cytochrome c direct I3’ at phj'sio- 
logical rates in the absence of cj'tochromc b. The r 61 e of ej'to- 
chrome b in the hj-drogen transport mechanism cannot at present 
be defined. The work of Haas, Horccker, and Hogness indicates 
that C3'tochrome b is not nccess.ar3’’ for C3'tochrome c reduction, 
and the extreme l3bilit3* of their cnz3'me makes it seem possible 
that diaphorasc is a modified form of an enz3Tne which in its 
native state may possess the abilit3’ to reduce c3'tochrome c 
directl3\ This assumption would explain the facts as well as 
the assumption that c3'tochrome b is involved. 

su.^^MARy 

1 . The mechanism of h3'drogcn transport from reduced coen- 
23^06 I to ox3"gen was studied b3' means of spectrophotometric 
methods and e^-idence was obtained to show that c3'tochrome c is 
a part of the transport mechanism. 

2 . The mechanism of C3"tochrome c reduction was then studied 
and although indirect evidence was shown to be explainable on the 
assumption that CoH.I reduces cytochrome b in the presence of 
diaphorase, with cytochrome c then reduced by cytochrome b, 
no definite conclusion was drawn on this point. 

3 . The reduction of c3’tochrome c was sho-rni not to take place 
m the presence of diaphorase alone, and was shoTO to be inhibited 
by 0.01 M cyanide. The cyanide effect was shown to be augmented 
by incubation and by an increase in the pH of the medium. 

This work was carried out while the authors were in residence 
at the Biochemical Institute but the spectrophotometric measure- 
ments at 550 mp were made in the chemical laboratory of the 
Caroline Institute, with an apparatus kindly furnished by Pro- 
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fessor H. Theorell to whom we are also indebted for generous 
supplies of cytochrome c. We also take this opportunity to thank 
Mr. G. Gunther for making the spectrophotometrie measurements 
at 334 m/x, Dr. F. Schlenk for cozymase, Dr. Erich Adler for help- 
ful advice, and Professor H. von Euler for his continuing interest 
throughout this work. 
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STUDIES ON THE MECHANISM OF HYDROGEN TRANS- 
PORT IN ANIMAL TISSUES 

ni. CYANroE INHIBITION OF CYTOCHROME C REDUCTION* 

Bv V. R. POTTER 

(Fron the hfcArdlc .Ucnoriaf lyiboratorij, Unircreily of U’lVconsjn, itfcdison) 
(Received for publication, Aupi«t 15, 1910) 

In 1939 Potter and Lockhart (1) reported that the cnz>Tnatic 
reduction of cytochrome c was blocked bj' 0.01 M cj-anido. On the 
basis of this e.\perimental observation plus the fact that diapho- 
rase alone tvill not reduce cytochrome c, together with various 
observations reported in the literature, they suggested that cyto- 
chrome 6 might be necessary for the reduction of cytochrome c. 
Their work is reported in greater detail in Paper II (2). 

Among the statements in the literature accepted at the time of 
these experiments was that of Keilin and Ilartrec (3, 4) to the 
effect that cytochrome c does not combine with cyanide. Since 
the data supporting their conclusions wore not given, it may bo 
possible that their conditions were different from those to be 
described below, which favor the conclusion that cytochrome c 
does combine with cyanide. 

The present work grew out of an attempt to work out a quanti- 
tative spectrophotomctric method for the estimation of cyto- 
chrome c in tumor ti.‘''sue by means of the specific enzj’matic reduc- 
tion of cj-tochromc c in extracts containing other colored pigments. 
The plan was to use an enzyme containing succinic delydrogenase 
and cj-tochromc o.xidase. If the enzyme were allowed to act on 
cytochrome c in the absence of substrate, the C3'tochrome would 
be converted whollj' to the oxidized fonn by the oxidase. The 
addition of a small amount of cj'anide just sufficient to block the 
oxidase, as described in Paper II, followed by an excess of suc- 
cmate, should then result in the complete conversion of the cji;o- 

This work was supported by the Jonathan Bowman Fund for Cancer 
Research. 
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chrome c to the reduced form. On the basis of the change in log 
lo/I at 550 m/i it was thought that the quantity of cyiochrome c 
could be accurately determined. l^Tien the necessary trials were 
made, inconsistent results appeared at first to be obtained. It 
was suspected that cytochrome c was involved in a reaction with 
cyanide, and the experiments reported below support that con- 
clusion. In addition, the absorption spectrum of ferricyto- 
chrome c is shovm to be altered to a slight extent by cyanide. 
These experiments are not presented as an exhaustive examination 
of the points involved but since further investigation is beyond 
the scope of our research program it is felt that a brief summary 
of our salient findings is justified at this time. 

EXPERIMENTAL 

Enzyme — The succinic dehydrogenase plus cytochrome oxidase 
preparation was made exactly according to the method for pre- 
paring the so called “complete” enzyme in the preceding paper. 
This preparation has a Qq, of zero in the absence of added 
substrate. 

Cytochrome c — Cytochrome c was prepared from beef heart ac- 
cording to the method of Keilin and Hartrec (3) except that it 
was dialyzed against distilled water instead of 1 per cent NaCl. 
The product was analyzed for iron according to the method of 
Lintzel (5) except that the colorimetry was carried out by means 
of the photoelectric spectrophotometer (sec below) with light of 
wave-length 520 mii ± 3.7 my. The value for a in the expression 
C — log h/I/cxd under our conditions was found to be 0.850 
X 10^ cm.= X gm. atoms of Fe~b The product contained 0.184 
per cent Fe and since cytochrome c contains 0.34 per cent Fc 
according to Keilin and Hartrcc (3) and Theorell (6) the product 
was apparently onl}'^ 54 j)cr cent pure for that form of cytochrome c 
which contains 0.34 per cent Fc. The molecular extinction coeffi- 
cients of the product on the basis of its iron content agreed per- 
fectly with the values given by Theorell for reduced cytochrome 
at X 520 my and at X 550 m^x, and it thus follows that the prepara- 
tion was likely to be free from non-cytochrome iron and pigments 
with absorption bands in this region of the spectrum. The stock 
solution was 0.005 n with respect to HCl and was kept in the 
cold at all times. 
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Ct/anWc— 0.10 K Is'nCN vnth HCl was prepared as in the pre- 
ceding paper. We.aker solution.*; were prepared as needed by 
dilution. 

Spedrophotomdry — The apparatus used was a photoelectric 
spectrophotometer manufactured by the Central Scientific Com- 
pany and referred to bj’ them .as the Ccnco-Sheard spectropho- 
telometer. Cells in which d was 1.00 cm. were used in all c.ascs. 
For all the measurements on cytochrome c we used the narrowest 
spectral range which could be isolated practic.ably ; namely, 5.3 m/i. 
This figure was obtained from the fact that the entrance slit was 
set at 0.7 mm. and the exit .slit had a nominal width of 2.5 mp. 
The main portion of the light thus had a width of 2.5 n\p, since 
the intensity approached zero at the extremes of the 5.3 mji band. 
Values for a were determined for both ferroc 3 'tochromc c and 
ferricj'tochrome c, the former In* reduction with Xa;SiO< and the 
latter by oxidation nith KjFe(CX)f. X'eithcr of the two latter 
compounds absorbs light in the concentrations and spectral ranges 
emploj'cd. lyhen pure ferrocytochrome c or pure ferricj'tochrome 
c is being studied, it is possible to calculate the concentration 
(moles per ml.) simplj* bj- the following formulae in which E = 
log Jo// at 550 mp, and the subscripts o and r refer to ferri- and 
ferrocylochrome lespeclivelj'. 


and 


Cf = J ?/ CCr 


( 1 ) 


C. •= E/a, (2) 

However, when the cj'tochrorae c is partly reduced and partly 
oxidized, it is necessarj' to combine these equations to obtain the 
fraction of the total cj'tochrome (Ct) present in the reduced form. 
Thus 


E = C,a, -4- CrOr 


(3) 


and since 


C, + Cr= C, 


E — CrOr (C, — Cfl 
from which it follows that 


(4) 

(5) 
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Effect of Cyanide on Enzymatic Reduction of Cytochrome c 

Previous experience had shown that the cyanide inhibition of 
cytochrome c reduction by succinate was augmented by incuba- 
tion, The effect of various times of incubation with various 
amounts of cyanide was accordingly studied. The reaction mix- 
ture was made up to contain buffer, enzyme, cytochrome c, and 
cyanide and incubated in test-tubes at room temperature for 
various periods of time. At the end of the specified time an excess 
of succinate was added to reduce the cytochrome, and the mixture 
was transferred to an absorption cell. The values for E at X 550 my 
were then determined and corrected for the absorption due to the 
enzyme. From these values the per cent of ferrocytochrome c 
was calculated according to Equation 6, with the extinction coeffi- 
cient of “cyan-ferricytochrome c” substituted for ao. This ap- 
pears to be the correct procedure, since any ferricytochrome c 
present would have been reduced. The extinction of any of the 
mixtures encountered would accordingly be the sum of the ferro- 
cytochrome c plus the cyan-ferricytochrome c, the extinction 
coefficients of which are given in the next section. The amount of 
enzyme was such that reduction of cytochrome was rapid for 
about 30 seconds, when the reaction had apparently proceeded as 
far as it would go since further lapse of time gave no further 
increase in extinction (compare with Fig. 3 in Paper II). Meas- 
urements were made until a constant value was obtained. In 
order to obtain values for a zero incubation time succinate was 
added immediately before the cyanide. The results of one experi- 
ment are condensed in Fig. 1. 

Having found that the blocking of the cytochrome c reduction 
was dependent on incubation, we decided to incubate enzyme 
and cytochrome independently for various periods of time, adding 
succinate followed by enzyme or cytochrome in such a way that 
either the enzyme or the cytochrome was incubated wth the 
cyanide for zero time. The results of these experiments arc 
included in Fig. 1. 

These results were repeated with two preparations of enzyme 
and with two preparations of cytochrome c in this laboratory. 
They fully confirm the results which were obtained in Stockholm 
and in addition provide the explanation for those results. The- 
data indicate that cytochrome c reacts with cyanide under certain 
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circumstances in sucli a way tliat it cannot be reduced enzymati- 
cally. They further show that cy.anidc as strong ns 0.01 .m docs 
not affect the cnzjTne s\-slcms responsible for cytocliromc c reduc- 



Fic. 1. The inhibition of cytochrome c reduction by cyanide. The effect 
of incubation of cytochrome .and cy.nnide for various periods of time prior 
to the initiation of the reduction procc.'s. E.ach cell contained the follow- 
ing when log /e/I at X 550 was determined: J.9 ml. of water; 0.3 ml. of 
0.25 ii phosphate buffer, pII7.-5;0.1 ml. of cytochrome c solution containing 
0.27C X 10~’ mole of cytochrome c; 0.3 ml, of enzyme preparation, cyto- 
chrome oxidase -f succinic dehydrogenase; 0.3 ml. of cyanide solution, 
0.1 XI, 0.01 ii, or 0.001 M as indicated in the chart (10"’ .m, etc., in the chart 
refers to the final molarity of the cyanide); and 0.1 ml. of 0.2 .m sodium 
succinate. In the cuiwcs labeled E, the mixtures were made up with suc- 
cinate and cytochrome omitted, and the enrj’me .alone w.as incubated with 
the C3-anidc for various periods of time. .\t the end of the indicated time, 
succinate was added, followed bj' the cytochrome. In the curx’cs labeled C, 
the mixtures were made up with succinate and enzyme omitted, and the 
^■tochrome alone was incubated with the cyanide. In the curves labeled 
E -h C, the mixtures were made up with onlj’ succinate omitted, and both 
enzj'me and cj-tochromc were incubated with the cyanide. The controls 
included E determinations on the following, (1) enzj’me -f- succinate 4- 
cyanide minus cj’tochrome, E = 0.103; (2) enzyme minus succinate minus 
cyanide minus cj’tochrome, E = 0.106; (3) enzj’me -f cj’tochrome minus 
succinate minus cj’anide = enzj’me -f- fcrricytochrome c, E ~ 0.185; (4) en- 
^’me 4- cytochrome minus succinate minus cyanide -f N8jS:0< = enzj'me 
■r lerrocytochrome c, E <= 0.363; (5) enzj’me -f- cj’tochrome + succinate 
conditions anaerobic = enzj’me 4- ferrocj’tochrome c, E = 
• 63, (6) cj’tochrome minus enzyme, etc., -f- Na-SjOi = ferrocj’to- 
n ^ 0-254. The constants used are or = 2.81, = 0.88, a,:CN = 

u-ae. All constants X 10^ cm.* X moles-i. 
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tion by succinate. It seems likely that a cyan-ferricytochrome c 
complex is formed. If so, this complex is formed slowly and has a 
large dissociation constant. An excess of Na 2 S 204 will reduce 
the cyanide-cytochrome combination when succinate is ineffective, 
but even this reaction is slower than the reduction in the absence 
of cyanide. 



Fio. 2. Absorption spectrum of ferricytochrome c alone (solid line), 
and plus cyanide (dotted line). The cyanide was incubated for 30 minutes. 
The concentration was calculated from the iron analysis. Log /o/f 
measured at 5 mu intervals. 0 = data from Theorell (6) for ferricyto- 
chrome c. Measurements were made on the following mixtures, 0.3 ml. of 
0.25 Ji phosphate buffer, pH 7.4; 0.2 ml. of cytochrome c solution containing 
0.52 X lO-' mole; 0.1 ml. of 0.01 m K,Fe(CN)e; 2.4 ml. of HjO or 2.1 ml. 
of HiO + 0.3 ml. of 0,1 n cyanide. 

Absorption Spectrum of Cyan-Ferricytochrome c 

Since the results in the preceding section could be explained by 
assuming that a cyanide-ferricytochrome complex was formed, 
an attempt was made to detect a change in the absorption spec- 
trum of ferricytochrome due to cyanide. Careful determinations 
of the spectrum of ferricytochrome were made, potassium ferri- 
cyanide being used to insure complete oxidation. The concen- 
tration was determined on the basis of iron analysis and on the 
basis of the e.xtinction of reduced cytochrome at 550 m/n (with 
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Thcorell’s constant), both of winch gave the same result. The 
results check those of Thcorcli quite well but show lower values 
at 550 mp. A possible explanation is our use of potassium ferri- 
cyanide to insure complete oxidation. 

In order to convert the c\'tochrome to the cyanide complex 
similar amounts of cytochrome and fcrricyanidc were allowed to 
stand for 30 minutes in a solution which was 0.01 m with respect 
to cj-anide, before the measurements were begun. The absorption 
spectra of the two compounds are shown in Fig. 2 with data on ferri- 
C 3 ’tochrome taken from Thcorell (G) for comparison. It is seen 
that in the presence of c}'anide the absorption band at 530 m/i 
has shifted toward the red bj' a span of about 5 mu. The maxi- 
mum changes in absorption arc about 10 per cent but these are 
considered to be significant since determinations of duplicate 
samples checked to within less than 1 per cent. These results 
were obtained with two other preparations of cj'tochrome c but 
Fig. 2 shou-s onl}' the results of duplicate determinations of the 
sample for which other data have been presented. No evidence 
that cyanide combines with ferrocytochrome c was obtained. 

DISCUSSION 

The preriously mentioned reports (3, 4) that fcrricytochromc c 
does not combine with cyanide were apparentlj' based on spectro- 
photometric erddence alone and the slight shift in the absorption 
which we have obseiv'ed could be casilj' overlooked with manj' 
types of spectrophotometric equipment. Experiments of the type 
represented in Fig. 1 are, however, much more clear cut and in 
fact the experiments maj^ be duplicated qualitatively in test-tubes 
with no spectrophotometric equipment of any kind. It would be 
of interest to test by this technique the other compounds which 
have been classified with cyanide as not combining ndth cyto- 
chrome c; namely, sulfide, fluoride, azide, h}’-droxyIamine, and 
peroxides (3). 

The results in Fig. 1 suggest that it should be possible to deter- 
mine cytochrome c spectrophotometrically by means of the en- 
zymatic oxidation and subsequent reduction of the compound, 
since 100 per cent recovery of the added cytochrome was obtained 
when reduction was carried out in the presence of 0.001 m cyanide 
added after the succinate. 
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The finding that 0.01 m cyanide blocks the reduction of cyto- 
chrome c by a mechanism which does not involve the reducing 
enzymes removes one of the lines of evidence which led to the 
conclusion (1) that cytochrome h was necessary for cytochrome c 
reduction. 


SUMMARY 

1. The cyanide inhibition of the enzymatic reduction of cyto- 
chrome c was investigated by a spectrophotometric technique. 
Data were presented which indicate that the enzyme is unaffected 
by the cyanide and that the cytochrome c is the locus of the 
cyanide action. 

2. The absorption spectium of ferricytochrome c was shown to 
be shifted toward the red by a span of 5 m/x by incubation with 
cyanide. 
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{From the Dcparlmcnt of Biochemistry, the Richmond Freeman Memorial 

Clinic, Dallas) 

(Received for publication, July 19, 1940) 

For a number of years it has been recognized that human blood 
contains appreciable quantities of non-femientable copper-reduc- 
ing substances which have not been completely identified. In a 
pre\'ious publication (1) one of us has shown that the glutathione 
content of tungstic acid blood filtrates can account for only ap- 
proximately 37 per cent of the non-glucosc reducing fraction pres- 
ent in such filtrates, as determined by the method of Folin and Wu. 
The development of a method for ridding the filtrates of gluta- 
thione, as described therein, provided an opportunity for further 
study of the reducing substance which remained after complete 
removal of glucose and glutathione from such filtrates. The term 
“residual saccharoid” will be used here to designate this residual 
reducing fraction. Attempts to precipitate this fraction with 
hea%^" metal salts were unsuccessful. Since filtrates containing 
tWs material suffered no perceptible loss of reducing power when 
heated to drjmess on a water bath, extraction of the dr}' filtrate 
salts with appropriate solvents was employed to effect a separa- 
tion of the reducing material from the complex salt mass. 

EXPEKIMEXT.VL 

Tungstic acid filtrates were prepared from several litei-s of fre.sh 
citrated human blood which had been collected with aseptic 
precautions. The filtrates were treated with washed yeast and 
mercuric chloride to remove glucose and glutathione respectively 
(1), the excess mercuric salt was removed by means of hydrogen 
sulfide, and the resulting clear liquid evaporated to dryness on the 
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water bath. Extraction experiments on the dry salts showed that 
the residual saccharoid could be removed quantitatively by ab- 
solute methyl alcohol, 95 per cent ethyl alcohol, and acetone, with 
continuous extraction for 7 to 8 hours in a Soxhlet apparatus. 
Ether, light petroleum, and chloroform failed to remove any of the 
reducing material under similar conditions. The methyl alcohol 
extracted the material without loss of reducing power; ethyl al- 
cohol and acetone, however, although very effective in removing 
the reducing material from the salts, appeared to react with 
this substance during the extraction in such a way as to diminish 
its reducing power to 10 to 20 per cent of the expected value. The 
significance of this finding will be discussed below. 

Extraction with absolute methyl alcohol was therefore used to 
concentrate the residual saccharoid and free it from the bulk of the 
filtrate salts. Lowering the temperature and simultaneous satu- 
ration with ether further diminished the salt content of the ex- 
tracts. The organic solvents were then removed by evaporation, 
the residue redissolved in water, and extraction with ether or 
chloroform carried out to remove the contaminating fatty mate- 
rial. All these procedures were without effect on the reducing 
power of the extracts and resulted in relatively pure water-clear 
aqueous solutions of residual saccharoid containing from 1 to 3 
mg. per cc. of reducing material expressed as glucose. 

Investigation of the concentrated extracts revealed that the 
reducing power was completely destroyed by temperatures above 
200° and by boiling with dilute alkalies. When treated with 
strong hydrochloric acid, furfural was evolved and detected by 
the aniline acetate test. After such treatment the neutralized 
cxtract.s no longer reduced the Folin-Wu copper reagent. This 
property suggested the presence of a pentose or glucuronide. The 
insolubility of the material in ether does not rule out the possible 
presence of glucuronides, as Maughan and coworkers (2) have 
•shown that certain glucuronides are ether-insoluble. Orcinol, 
phloroglucinol, and naphthoresorcinol tests were run on the ex- 
tracts and all were strongly positive. Although galactose also 
gives positive tests with some of these reagents, its presence in 
this instance was ruled out by repeatedly negative mucic acid 
tests. 

A positive Tollens naphthoresorcinol test has been interpreted 
b}- many investigators of biologic fluids as fairly definite proof of 



G. J. FasluMia an<l 11. A. StifT 


23 


the presence of glucuronic acid or its compounds. In the course 
of the present study this test was made on a number of kno\\'n 
pentoses and glucuronidcs. It wa.s found that although pentose 
in pure solution yields a condensation product with naphthoresor- 
cinol which is difficultly soluble in ether a.s opposed to the ether- 
soluble pigment foiTOcd by glucuronidc-S, the addition of small 
amounts of ethyl alcohol .a-s suggested by Maughan cl al. renders 
the pigment formed by pentoses as well its glucuronidcs soluble 
in the ether layer. Thus, the method proposed by these authors 
for the determination of glucuronidcs lacks specificity to this ex- 
tent. Since the tungstic acid filtrate extracts contain traces of 
certain higher alcohols, it was deemed necessary to stud\" the 
beh.avior of the T'ollcns naphthorcsorcinol test toward pentose 
added to such filtrates. The standard Tollens procedure was 
applied simultaneously to two equal portions of concentrated ex- 
tract to one of which had been added 2 mg. of arabinose, an 
amount roughly equivalent to the amount of reducing substance 
in each sample. The color which developed in the ether layer of 
the tube to which pentose had been added was exactly double 
that of the control. It must be concluded from this c.xperiment 
that the filtrate extracts contain interfering substances, probably 
of an alcoholic nature, which render the supposedly insoluble 
condensation product of pentose and naphthorcsorcinol soluble 
in ether, and thus limit the usefulness of this procedure as a dif- 
ferentiating test between pentoses and glucuronidcs under these 
conditions. This finding is of interest in view of the fact that 
Pr 3 ’de and Williams (3) as well as earlier investigators mentioned 
b.v these authors have concluded that blood contains glucuronic 
acid on the basis of a positive Tollens naphthoresorcinol test 
applied to tungstic acid blood filtrates. 

To eliminate the possibility that the compounds responsible 
for the above positive reactions might have been introduced by 
the yeast or foimed during the prolonged heating to which the 
filtrates were subjected in the course of preparation of the extracts, 
500 cc. of fresh sterile human blood were deproteinized in the 
usual manner and the resulting filtrate was reduced to a dry state 
entirely by freezing and subsequent vacuum desiccation at subzero 
temperature in an apparatus devised by Hill and Pfeiffer (4) for the 
preparation of desiccated serum. By this method we obtained a 
snowy white crj’-stalline salt mixture in marked contrast to the dirty 
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yellow salt mass which resulted from prolonged evaporation of 
filtrates on the water bath. 5 gm. of this powder, representing 
100 cc. of blood and 10 mg. of residual saccharoid, were extracted 
with methyl alcohol for 7 hours in a Soxhlet apparatus, the 
methyl alcohol evaporated under a current of air, and the residue 
di.ssolved in 5 ce. of Avater. When subjected to the orcinol, 
phloroglucinol, and naphthoresorcinol tests, this extract gave 
strongly positive reactions of the same order of magnitude as was 
obtained in the earlier experiments. t\nhen the glucose Avas then 
removed by fermentation Avith jmast and the above tests re- 
peated, the very close quantitative correspondence with prefer- 
raentation levels shoAved that the substance responsible for these 
reactions could not have been introduced by the yeast. This 
conclusion Avas further substantiated by similar positive tests on 
concentrated filtrate extracts prepared from blood Avhich had be- 
come glucose-free bj'’ spontaneous glycolj'^sis. 

Spectroscopic examination of the amyl alcohol and ether solu- 
tions of the colored condensation products formed in the orcinol 
and naphthoresorcinol condensations respectively, together -with 
arabinose and glucuronic acid controls of approximately the same 
reducing power, shoAved the characteristic absorption bands as- 
cribed to pentoses or glucuronides, but gave no aid in differentiat- 
ing between the two classes of compounds. 

From another portion of concentrated glucose-free extract an 
osazone AA’as prepared Avhich ciystallized in small symmetrical 
rosettes. After purification by recrystallization from acetone, 
the melting point was WQ-lfiO" (uncorrected). An osazone pre- 
pared from a known solution of glucuronic acid of the same re- 
ducing power as the unknoAvn Avas identical in appearance and 
melted at 150-151". Intimate mixtures of the two osazones in 
three different proportions gave melting points ranging from 149- 
151°. An osazone prepared from an arabinose solution of the 
.‘;ame reducing strength was quite unlike the other tAvo in appear- 
ance, ciystallizing in long discrete needles characteristic of the 
pentosazone. 


Quantiladve Observations 

Methyl alcohol extraction experiments on many different dried 
filtrates shoAved repeatedly that all the residual copper-reducing 
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material was removed from the salts and recovered in tlie extracts. 
The substance responsible for the orcinol, phloroglucinol, and 
naphthoresorcinol tests was simultancouslj' quantitatively re- 
moved. To establish the identity of the substance responsible 
for these color tests wth that producing copper reduction, quan- 
titative colorimetric orcinol, naphthoresorcinol, and copper reduc- 
tion tests were run simultaneously on each sample of purified 
extract and compared with a glucuronic acid standard of ap- 
proximately the same copper-reducing power as the unknown. 
The ratios between known and unknown showed very close agree- 
ment in all of the tests. 

When the same procedure was carried out nith a pentose stand- 
ard of the same glucose equivalent in place of the glucuronic 
acid standard, the ratios for the three tests varied widely. In 
other words, the residual saccharoid exhibits the same chromo- 
genic potency toward Bial’s and Tollens' reagents as an equivalent 
amount of glucuronic acid, whereas the same amount of pentose, 
in terms of copper-reducing potency, jnelds relatively much less 
color in the Bial and Tollens tests. 

From S cc. of filtrate extract containing 5 mg. of reducing sub- 
stance calculated as glucose or 7.5 mg. calculated as glucuronic 
acid,* 11.1 mg. of recrj'stallized osazone identical in appearance 
and melting point with glucuronic acid osazone were obtained, 
which is 77 per cent of the theoretical yield of 14.3 mg. 

DISCUSSIOK 

The above data appear to indicate that glucuronic acid or its 
compounds are responsible for practically all of the residual re- 
ducing power of tungstic acid blood filtrates not accounted for by 
glucose or glutathione. A very small part of the rest reduction 
is due to creatinine, uric acid, and ascorbic acid; however, the total 
reducing value of these compounds, based on ex-perimental deter- 
minations of their glucose equivalents, probably does not exceed 
2 or 3 mg. per cent in normal bloods. When allowance is made 
for these compounds and for glutathione, it would appear that 

* .\ccording to Quick (5), 1 molecular weight of glucose has the same re- 
ducing potency as 1.5 molecul.ar weights of glucuronic acid toward the 
FoHn-W u copper reagent . The reducing equivalents vary with the copper 
reagent employed. 
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human blood normally contains from 10 to 25 mg. per cent of 
glucuronic acid in free or conjugated form. 

The constant presence of glucuronides in human blood is not at 
all surprising in %’iew of the known fact that such compounds are a 
constituent of normal urine. Quick (6) has shown that the organ- 
ism can synthesize glucuronic acid at the rapid rate of 1 gm. per 
hour and has suggested that the compound may play a role in 
the intermediarj^ metabolism of carbohydrates besides acting as a 
detoxifying agent. The recent discovery (7, 8) that certain sex 
hormones are excreted as glucuronides further suggests that glu- 
curonic acid may play a more vital role in body metabolism than 
has hitherto been supposed. 

From the data at hand we are unable to draw definite conclu- 
sions concerning the form in which glucuronic acid exists in human 
blood. Since all of the blood glucuronide appears to reduce al- 
kaline copper solutions even when every precaution is taken to 
prevent preliminar}’- hj'^drolysis, it is probable that the compound 
exists in blood either as the free acid or as a conjugated glucuronide 
of the ester tjre. 

As noted previously, 80 to 90 per cent of the residual reducing 
substance disappeared with regularity when filtrate salts were 
refluxed for an hour with ethyl alcohol or acetone. A similar loss 
of reducing power occurred when pure glucuronic acid solutions 
were subjected to the same treatment. In both cases, acid 
hydrolysis of the extracts effected the return of a large percentage 
of the reducing power, suggesting that conjugation of the glu- 
curonic acid and the solvent occurred during the refluxing process. 
This finding lends support to the assumption that the compound 
in blood contains a free aldehyde group. Further study of the 
points herein involved is in progress. 

SUMMA.UY 

Glucuronic acid in free or combined form has been shown to be 
a constant constituent of normal human blood. 

E\ idencc is presented that the non-glucose copper-reducing 
fraction of blood, as determined by the Folin-\Yu method, can 
bo almost completel}’ accounted for by glutathione and glucuronic 
acid. The remaining small percentage is due to known reducing 
substances such as creatinine, uric acid, and ascorbic acid. 
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(Received for publication, August 3, 1940) 

The preparation of the methylated derivatives of glucosamine 
and chondrosamine described in this communication was initiated 
because of the need of reference substances in connection with 
studies on the structure of mucosine and chondrosine and of other 
nitrogenous polysaccharides. It was anticipated that the nitroge- 
nous moiety of the above polj’saccharides might be isolated either 
in the form of methylated hexosamines, hexosaminic acid, or 
deaminized derivatives of the former. 

MeUiylalion of Chondrosamine Hydrochloride— li is generally 
known that methylation of glycosides proceeds more satisfactorily 
than that of free sugars. Unfortunately, the preparation of the 
chondrosamine methylgiycoside proved to be a problem of its 
own which required considerable time and effort; therefore the 
direct methylation of the pentaacetate of chondrosamine was 
resorted to. The jneld of the crude methylated product was about 
2.5 to 2.75 gm. from 5 gm. of acetate, or 70 per cent of the theory'. 
Unfortrmately, only half of the material was present in crystalline 
form, thus reducing the yield to 35 per cent and, if we accept as 
90 per cent the yield of the acetyl derivative from the hexos- 
amine, the yield is reduced to a little over 30 per cent. Meanwhile, 
there appeared the very important contribution to the methyla- 
tion of glucosamine by (hitler, Haworth, and Peat.^ The yield 
obtained by these authors was 1 to 1.5 gm. from 5 gm. of the 

* The microanalytical work reported in this paper as well as in other 
publications by my associates and myself for the last 15 years was carried 
out by Dr. A. Elek. 

t Died September 6, 1940. 

* Cutler, W. 0., Haworth, W. N., and Peat, S., /. Chem. Soc., 1979 (1937). 
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acetate. The authors did not specify whether this yield referred 
to the crj^stalline product or the crude material. Granting their 
entire product was crystalline, their result on methylation of 
glucosamine was slightly better than our yield on the crystalline 
derivative of chondrosamine, but much inferior to our yield of the 
crude product. Inasmuch as the program of the present study 
included the preparation of methylated glucosaminic acid, glu- 
cosamine hydrochloride was methylated. By the procedure de- 
scribed in the experimental part, the yield of the crude methylated 
product was 3 gm. from 5 gm. of the acetate, or 85 per cent of 
the theory; the yield of the crystalline material was only 2 gm. 
from 5 gm. of the acetate, or 57 per cent of the theory; and if 
90 per cent is taken as the yield of the acetate from the glucosamine 
hydrochloride, the yield of the crystalline product obtained by 
this method is above 40 per cent of the theory. Hence it is not 
much lower than the yield from methylglucosaminide, the jdeld 
of the tri-O-acetylmethylglucosaminide hydrobromide from bro- 
motri-O-acetylglucosamine hydrobromide being accepted as 52 per 
cent of the theory, according to Irv’ine, McNicoll, and Hynd.^ In 
these experiments the yield of the methylated product from glu- 
cosamine was higher than that of chondrosamine. The cause of 
the difference lies in the nature of the pentaacetates of the sub- 
stances used for methylation. The glucosamine pentaacetate was 
practically all crystalline, and it was readily soluble in organic 
solvents. Chondrosamine hydrochloride on acetylation yields 
only a small proportion of ciystalline pentaacetate. This fraction 
is very insoluble and cannot conveniently be used for methylation. 
On the other hand, the amorphous material, which alone was 
used for methylation, could not be expected to be of great homo- 
geneity. This nature of the starting material may also be respon- 
sible for the great proportion of the non-ciystalline fraction of the 
methylated chondrosamine. 

Both methylated derivatives obtained by methylation of the 
acetylatcd hexosamines were mixtures of the a and |3 isomers. 
Thus the more insoluble fraction of N-acetyltri-O-methylmethyl- 
chondrosaminide had a specific rotation of = -12° (in tet- 
rachloroethane). Dextrorotatory samples were obtained from 
crystallization of the mother liquors. Finally, the most soluble 

• Irvine, J. C., McNicoll, D., and Hynd, A., J. Chem. Soc., 99, 250 (1911). 
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fraction, not completely free from traces of mother liquor, gave 
on sublimation under reduced pressure a substance vith [ajp = 
+113.4° (in tetrachloroethane). 

It is peculiar that N-acetyltri-O-methylmethylglucosaminide 
prepared bj' the methylation of the acetyl derivative had [a] ^ = 
+20° (in chloroform), which is very close to the value of 
[a]? = +19.6° found b}' Cutler, Haworth, and Peat.^ On the 
other hand, our substance showed no rotation in methanol or 
acetone, whereas the substance of the English workers had 
Wo = -13.1°. 

Tri-O-melhylhexosaminic acids were prepared by oxidation of 
the corresponding tri-O-methylhexosaminc hydrochlorides with 
mercuric oxide in a manner similar to oxidation of the correspond- 
ing he.xosamine hj'drochloridcs to hexosaminic acid. 

Cyclic Structure of Chondrosaminc — ^The principal interest in the 
preparation of the methylated he.xosamines was the investigation 
into their cyclic structure. Meanwhile, the structure of the 
N-acetyltri-O-methj'lmethylglucosaminide obtained on methyla- 
tion of glucosamine was established by Haworth, Lake, and Peat’ 
and confirmed by Neuberger.'* Hence there remained the task 
of establishing the cyclic structure of the corresponding chondros- 
amine derivative. The task was accomplished by oxidation of 
tri-O-methylchondrosamine hydrochloride uith Dakin’s reagent 
(chloramine-T). The procedure of Herbst* was adopted to suit 
this special condition. 2,3,5-Tri-O-methyllj’xose was isolated 
without difficulty, thus showing that the N-acetyltri-O-methyl- 
methylchondrosaminide has the pyranoside structure. Inciden- 
tally, it may be mentioned that under the conditions employed 
in the present study, naphthalenesulfonchloramide presents no 
advantages over chloramine-T for oxidation of glucosamine. 

Deacetylation of N-Acetyltri-O-Methylmethylchondrosaminide — 
Attempts were made to deacetylate by means of aqueous barium 
hydroxide. A preliminary experiment with 20 mg. of substance 
in 7.5 per cent solution of barium hydroxide heated in a sealed 
tube for 48 hours at 100° resulted in complete deacetylation. 
However, with larger quantities of material, the procedure did not 

s Haworth, W. N., Lake, W. H. G.. and Peat, S., /. Chem. Soc., 271 (1939). 
* Neuherger, A., Biochem. 32, 1435 (1938). 

‘ Herbst, E. M., J. Biol. Chem., 119, 85 (1937). 
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give satisfactory results, and so the method was abandoned in 
favor of hydrolysis with a solution of dry hydrogen chloride gas in 
dry methanol. 

EXPERIMENTAL 

Glucosamine Derivatives 

N-A ceiyliri-0-M ethylmethylglucosaminide—Gl\icosa,mmQ penta- 
acetate was prepared by the procedure of Lobry de Bruyn and 
Van Ekenstein® and the crude material was used for methylation 
by the dimethyl sulfate method. 

15 gra. lots of the crude acetate were dissolved in 15 ml. of 
methanol. The solution was introduced into the methylation 
flask which contained 60 ml. of carbon tetrachloride and 150 ml. 
of dimethyl sulfate. 10 ml. of water were added and the mixture 
was emulsified by stirring before 150 ml. of 12.5 n alkali were 
allowed to flow into the flask. The temperature of the water 
bath was 40°. The alkali was then allowed to flow at the rate of 
10 drops in 15 seconds for 30 minutes and then a drop a second 
until 150 ml. of the alkali were added. 50 ml. of dimethyl sulfate 
were then added in rapid flow and 50 ml. of alkali were added at 
the rate of 1 drop a second. The temperature of the water bath 
remained at approximately 40° by the heat of the reaction. At 
this stage the temperature was slowly raised to 55°, half an hour 
being allowed to pass before further addition of the reagents. 
At the end of the half hour (about 3 hours after the beginning of 
the methylation) an additional 150 ml. of dimethyl sulfate and 
200 ml. of alkali were added — the dimethyl sulfate always in 
advance of the alkali — at such a rate that the operation lasted 
about 2 hours. At the end of this time the temperature of the 
bath was raised to 75° and the reaction was allowed to proceed 
another hour or two. Further treatment was as usual. The 
yield of the cmde material was 10 gm. from which 6.0 gm. were 
obtained in crj’^stalline form; m.p. 190°, sharp (observed under the 
polarizing mieroscope). 

CuHjaNOft (277,2) 

C.hculated. C 51.94, H 8.30, N 5.05, OCHj 44.76, COCH, 15 40 
r’ound. “ 52.00, ” 8.26, “ 5.08, " 44.77, “ 15.42 

* Lobry dc Bruyn, C. A., and Vaj\ Ekenstein, W. A., Rec. irav. cliim. 
PaT-Bn^, 18, 83 (1899). 
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The rotation of the substance was 

[alp = 0.0° (in CHjOH or acetone) 

^ 4 . 20 * (in chloroform) 

Tri-O-Mclhiflchondrosaminc Hydrochloride — 3.0 gm. of the above 
glycoside were dissolved in 100 ml. of 5 per cent hydrochloric acid 
to which 3.0 gm. of stannous chloride were added. The solution 
was refluxed for 10 hours over a free flame. Hydrogen sulfide was 
then passed through the solution and the filtrate concentrated to 
dryness under reduced pressure, the temperature of the water bath 
not exceechng 40°. It is essential to have the residue as drj' as 
possible before cr^’-stallization. The residue was therefore taken 
up in benzene, which was then removed b}' evaporation under 
diminished pressure. The operation was repeated several times 
and the adhering traces of benzene were removed by means of 
ether. The residue was finally dissolved in a minimum of hot 
anhydrous ethanol and ether was added to the solution until, on 
scratching, crs'stallization began on the walls of the vessel. The 
yield was 2.0 gm. or 75 per cent of the theory. 

After two recrystallizations the crj^stals observed xmder the 
polarizing naicroscope lost their birefringence at 195° and melted 
at 210°. 

C£„0»NC1 

Calculated. C 41.92, H 7.82, N 5.43, Cl 13.76, OCH, 38.13 
Found. " 41.90, “ 7.98, *' 5.40, " 13.66, " 36.08 

The rotation of the substance was 

, +2.32° X 100 

Wo = — Q — = +58° (m methanol) 

Tri-O-Meikylglucosaminic Acid — 1.5 gm. of the above substance 
were dissolved in 25 ml. of water. 10 gm. of mercuric oxide were 
added and the mixture was placed on an electric plate. After 4 
minutes 25 ml. of water were added and the mixture was placed 
on a hot water bath for 15 minutes. At this time the red color 
of the mercuric oxide disappeared. The partly yellow, partly 
gray precipitate was removed by filtration and hydrogen sulfide 
was passed into the solution. This filtrate was concentrated to 
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dryness; the traces of moisture were removed by distilling o2 
added benzene and later ether. It was difficult to remove the 
remaining traces of water; thus the residue was dissolved in a 
minimum amount of anhydrous alcohol which on addition of ether 
formed a gel consisting of felt-forming needles. Again redissolved 
in alcohol it formed, on removal of the solvent by distillation, a 
dry residue which was then reciystallized from alcohol and ether. 
Yield 1 gm. of substance, or 72 per cent of the theory; m.p. 178- 
179° under the polarizing microscope. 

CsHisOeN. Calculated. C 45.54, H 8.07, N 5.90, OCH 3 39.24 

237.15 Found. “ 45.59, “ 8.14, “ 5.90, “ 39.09 

The rotation of the substance was 

la]t = - — — = +10.5“ (in methanol) 

1 X 4.0 

Oxidation of Tri-O-Methylglucosamine Hydrochloride to 
2,3, 6-Tri-O-Methylarahinose 

Experiment 1 — To 2.0 gm. of 3,4,6-tri-O-methylglucosamine 
hydrochloride (8 mM) in 3 ml. of water 8 ml. of 1.0 n sodium 
hydroxide and 4.412 gm. (15 mM) of chloramine-T were added in 
several portions and the solution was allowed to stand 1, day at 
room temperature and then a day in the thermostat at 37°. 
8 mM of 1.0 N hydrochloric acid were then added and the mixture 
was allowed to stand in the refrigerator overnight. The toluene- 
sulfonamide was removed by filtration, the filtrate was brought to 
pH 7.5 by means of a solution of barium hydroxide, a few drops 
of acetic acid were added, and the solution was concentrated to 
dryness at room temperature. When taken up in water, it left 
a very small insoluble residue. The mother liquor was again con- 
centrated to dryness. At this time the residue was completely 
soluble in water. The aqueous solution was extracted with chloro- 
form and the e.xtract was dried over sodium sulfate and then was 
distilled, after the solvent had been removed, by distillation at a 
bath temperature of 110° and p = 4 X 10'® mm. Yield 0.50 gm. 

CsHuOs (192.1). Calculated. C 49.96, H 8 . 39 , OCHj 48.44 
Found. “ 50.05, " 8.40, “ 48.30 
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The rotation of the substance was 

« +37° (in 50% ethanol) 

Experiment II— 2 gm. of 3,4,6-tri-0-methy]glucosamine hydro- 
chloride were dissolved in 15 ml. of water containing 0.6 gm. of 
sodium bicarbonate and 5.0 gm. of naphthalenesulfonchloramide 
dissolved in 200 ml. of water were added in small portions and the 
reaction mixture was kept in a thermostat at 37° overnight. The 
reaction product was then rendered slightly acid ndth acetic acid 
and chilled in an ice-alcohol mixture. It was then filtered and the 
filtrate brought to pH 7.5 and concentrated to diymess under 
reduced pressure and at room temperature. The residue was 
taken up in a minimum of water, again chilled, filtered, and the 
filtrate extracted with chloroform. The dried chloroform extract 
was fractionated. The weight of the fraction distilling at a bath 
temperature of 110° and p ~ i X 10“^ mm. was 0.30 mg. — not 
better than treatment of an equivalent of the corresponding glucos- 
amine hydrochloride with chloramine-T. 

Experiment III — 1.186 gm. of 3,5,6-tri-O-methylglucosaminic 
acid were dissolved in 25 ml. of water containing 5 mil of alkali 
and 0.860 gm. (5 mil) of chloramine-T. This was allowed to 
stand in the thermostat at 37° overnight, then neutralized with 
5 ml. of 1.0 N hydrochloric acid, chilled in an ice-alcohol mixture, 
and the crystalline deposit removed by filtration. On concentra- 
tion of the mother liquor a second crystalline deposit formed which 
again was removed by filtration. The filtrate was brought up to 
pH 7.5 and concentrated to a small volume and extracted with 
ether. 

The yield of the fraction distilling at a bath temperature of 110° 
and p == 4 X 10~® mm. was 0.300 gm. 

CjHuOs (192.1). Calculated. C 49.96, H 8.39, OCH, 48.44 
Found. " 49.95, " 8.16, “ 48.23 

Chondrosamine Derivatives 

Chondrosamine Pentaacetate — ^3.0 gm. lots of carefully dried 
chondrosamine hydrochloride were acetylated by the procedure 
employed by Lobiy de Bruyn and Van Ekenstein.® 6.0 gm. of 
the starting material yielded 9 gm. of Ary material. A small part 
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of the acetate ^vas insoluble in ether, slightly soluble in alcohol 
and benzene, and more readily soluble in chloroform. It was 
recrystallized from hot benzene. The melting point remained 
constant after two recrystallizations j m.p. 235 (at rapid heating 
under the polarizing microscope). 

CieHjjOioN. Calculated. C 49.33, H 5.96, N 3.59, COCHs 55.26 
3S9.2 Found. “ 49.34, " 6.02, » 3.62, " 55.20 

The rotation of the substance was 

Wd = ~ 2^>< chloroform) 

The greater part of the acetate remained as an amorphous solid 
mass and this material served for methylation, 

N-A cciyUri-O-M ethylmeihylckondrosamimde — The procedure of 
methylation was the same as employed in the case of the penta- 
acetate of glucosamine. It was, however, more advantageous to 
employ the amorphous material because of the poor solubility of 
the crystalline acetate. 5 to 7 gm. lots of the acetate, as a rule, 
gave the best results. The yield of methylated material was 2.5 
to 2.75 gm. from 5.0 gra. of acetate or 70 to 75 per cent of the 
theor 5 ^ Unfortunately, much of the material was amorphous, 
Tlie yield of pure recrystallized material was not more than half 
of the crude product. It may be possible in the future to purify 
the amorphous material. The crystalline material only was used 
in this investigation; m.p, 223°, 

CisHjjOsN (277.2) 

Calculated. C 51.94, H 8.36, N 5.05, OCH, 44.76, COCH, 15.40 
Found. “ 51.98, " 8.36, “ 5.07, “ 44.73, “ 15.38 

The substance had the following rotation. 

, -0.28° X 100 

l“lo " j ^ 2 23 ” ~12.5° (in s-tetrachloroethane) 

A small sample of crude material sublimed at a bath temperature 
of 185 , p = 4 X 10"® mm. Under the microscope it began turn- 
ing into long needles (instead of small needles and larger masses 
at about 140°). The needles continued growing until the tem- 
perature reached 182°, when they melted. 
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From the mother liquors on concentration a crj-stallinc deposit 
was obtained which was still slightly colored and which on sub- 
limation at p = 4 X 10-* mm. and a bath temperature of 185° 
had the follovving composition. 


C.jH«OeN 

Calculated. C 51.94, H 8.36, N 5.05, OCH, 44.76, COCH, 15.40 
Found. “ 51.9S, " 8.36, “ 5.07, '* 44,73, " 15.33 

The rotation of the substance was 

{aJn 5= — 'b^^4.4‘’ (in *-tctrachlorocthanc) 


Tri^-Mclhylchondrosamine Hydrochloride — The N-acetyltri-O- 
methylmetb}’lchondrosaminide was hydrolyzed by reflu.xing in a 
6 per cent hydrochloric acid solution in the presence of stannous 
cUoride and the reaction product worked up as in the case of the 
corresponding glucosamine derivative. The final substance erj's- 
tallized from alcohol and ether, and to complete the crj'stallization 
pentane was added in verj' small portions; m.p. 178°. 

CtH-cOsKCl 

Calculated. C 41.92, H 7.82, N 5.43, Cl 13.76, OCH, 36.13 
Found. " 41.75, " 7.78, " 5.47, “ 13.S6, " 36.06 


The rotation of the substance was 


, +3.05“ X 100 

ICfJD 


1 X 2 


= +152.5“ (initial) 


+2.10° X 100 
1X2 


+105° (equilibrium in H-O) 


Tri-O-Methylmethylchondrosamimdc — 1.5 gm, of N-acetyltri-0- 
methylmethylchondrosaminide were dissolved in 60 ml. of meth- 
anol containing 10 per cent of diy hydrogen chloride gas and 
allowed to reflux on a water bath for 20 hours. The reaction 
product was concentrated to drjTiess under reduced pressure and 
at room temperature. The residue was taken up in anhydrous 
ethanol and again concentrated, the operation being repeated 
several times. It was finally taken up in ether and again con- 
centrated. The final dry residue was taken up in a TniniTmiTn 
amount of anhydrous ethanol. On addition of ether, the sub- 
stance crystallized. To complete crystallization, pentane was 
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added dropwise. The yield of the substance was 1.368 gm. At 
175° the small needles turned gradually into very long needles 
that melted at 227°. 

CiDHijOtNCl 

Calculated. C 44.17, H 8.16, N 5.15, Cl 13.05, OCH, 45.68 
Found. “ 44.14, “ 8.14, » 5.16, » 13.15, “ 45.58 

The rotation of the substance was 

[a]^ = +5^50_>Oy9 =: +150.3° (in methanol) 

Tn-0-Meihylc1iondrosaviinic Acid — 0.650 gm. of tri-O-methyl- 
chondrosamine hydrochloride was dissolved in 25 ml. of water. 
2.5 gm. of mercuric o.xide were added and the suspension was 
heated over a free flame for 5 minutes. It was then allowed to 
stand on a hot water bath an additional 15 minutes. Further 
treatment was similar to that of the corresponding derivative 
of glucosamine. The yield of the substance was 0.450 gm. (75 per 
cent of the theory); m.p. 187° (under the polarizing microscope). 

CsHjsOtN. Calculated. C 45.54, H 8.07, N 5.90, OCHj 39.24 
Found. " 45.68, " 8.09, “ 5.90, 39.16 

The rotation of the substance was 

la)” = methanol) 

Oxidation of Tri-0~Methylchondrosamine Hydrochloride to 2,3,5- 
Tri-O-Mcthyllyxose — 2 gm. (8 mM) of tri-O-methylchondrosamine 
hydrochloride were dissolved in 8 ml. of 1.0 N sodium hydroxide 
and 4.6 gm. of chloramine-T were added in three portions. The 
solution was allowed to stand for 36 hours at room temperature 
and overnight in a thermostat at 37°. Further treatment was 
similar to that on oxidation of the corresponding derivatives of glu- 
cosamine. The yield of distilled material was 0.50 gm. The com- 
position showed that the material was not sufficiently pure for 
identification (C 49.06, H 8.11, OCH3 45.81). 

Hence the material w'as separated into two fractions by dis- 
tillation at p = 4 X 10"'' mm. and a bath temperature of 110°. 
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The composition of each of the two fractions was as follows: 

C,Hi,0,. Calculated. C 49.96. H 8.39, OCH, 48.44 

Found. Fraction I. " 49.06, " 8.11 

" II. " 50.03, “ 8.26, " 48.36, n" = 1.4480 

The rotation of Fraction II was 

, ,a -I.2S°X100 „„„ . 

Wd = — , " T, „ “ — 1/.8 {m 90% ethanol) 

1 r\ /.I / 

+0,60® X 100 

Wd = — ^ — = +41.7° (equilibrium in HjO and S% ethanol) 
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It was reported in earlier papers (1, 2) that if rats receive de- 
aminized casein as the onlj'^ source of protein they sundve for only 
a few weeks. When this protein component was reinforced with 
a mheture of gelatin and gliadin, the animals failed to grow, became 
anemic, and died. Practically the same resul t was obtained when 
either wheat gluten, com gluten, or a laboratory preparation of 
lactalbumin was substituted for the gelatin-gliadin mixture. If 
casein, however, was included in the ration with deaminized 
casein, the rats grew rapidly and did not become anemic. Tliis 
ration also cured animals in which anemia had already developed. 
Subsequently (3) it was shon-n that a casein hydrolj'sate is also 
effective, as is likewise the copper salt fraction of the hydrolj'sate 
which is soluble in water but insoluble in methyl alcohol. These 
later observations indicated that the anemia is partly due to the 
presence of a toxic agent in deaminized casein, and partly due to 
a deficiency of one or more amino acids. However, all attempts to 
identif}’^ the active agents by feeding pure amino acids, singly or 
in combination, failed. The suggestion was made that when 
deaminized casein is included in the ration some amino acid may 
be required in unusually large quantities, possibly to detoxicate 
the anemia-producing agent. Our more recent studies, with 
larger amounts of ammo acids, are described in this report. 

EXPEHIMENTAn 

If normal animals are placed on the deaminized casein rations, 
they do not become anemic until several weeks have elapsed, 

* Contribution from the Department of Agricultural Cbemistry, Mis- 
souri Agricultural Experiment Station, Journal Series, No. 689. 
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and so the experimental periods could be greatly shortened by 
beginning with rats which are already anemic. This was ac- 
complished by rearing the experimental animals on a milk ration 
by the method of Elvehj em and Kemmerer (4) . By this procedure 
the effectiveness of a substance as an antianemic agent can be 
determined very quickly. The rations used in these studies are 
described in Table I. 

Deaminized Casein-Wheat Gluten Ration — It was deemed neces- 
sary in earlier studies to combine deaminized casein with some 

Table I 


Composition of Rations 


Constituent 

Ration No. 

3677 

4033 

4721* 

4722* 

4723* 

Deaminized casein 

10 

20 

20 

20 


Wheat gluten 

20 





Lysinet 




4 


Casein 





20 

Corn-starch 

■ 46.5 

56.5 

55.5 

51.5 

55.5 

Milk fat 

12.5 

12.5 

12.5 

12.5 

12.5 

Salts (5) 

4.0 

4.0 

4.0 

4.0 

4.0 

Agar 

2.0 

2.0 

2.0 

2.0 

2.0 

Cod liver oil 

2.0 

2.0 

2.0 

2.0 

2.0 

Water extract of yeast 

2.0 

2.0 




Tikitiki (6) 

1.0 





Alcohol extract of dried beef liver, 






No. 3849 (7) 



4.0 

4.0 

4.0 


* In addition 200 y of thiamine, 400 y of riboflavin, and 300 y of vitamin 
B« per 100 gm. of food were included, 
t Calculated ns the free base. 


other protein that was suitable for the purpose, and wheat gluten 
was among the most useful of these. Ration 3577 contains this 
constituent. As was mentioned previously, anemia produced by 
deaminized casein is cured by a casein hydrolysate, and by that 
copper salt fraction which is soluble in water and insoluble in 
metliyl alcohol. According to Caldwell and R,ose (8) this fraction 
contains the essential amino acids arginine, histidine, and lysine, 
and in addition alanine, glutamic acid, hydroxyglutamic acid, 
glycine, serine, and tyrosine. It was decided to add the essential 
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amino acids of this group to the diet, in various combinations, and 
methionine was included also because an earlier trial had indicated 
that it might improve the rate of growth. 

It will be obsen'ed in Fig. 1 that each of the combinations im- 
proved the basal diet vei^’ materially. The animals made some 
in weight, they recovered from the anemia, and though 


KUVBERS m CIRCUS ARl RID ElOOO CtllS IM MlUtOJiS PtR CU. m. 

NUMBERS ABOVE GRAPHS ARE BODY WEKSHIS IN GRAMS 

number a ANIM.AIS ON EACH RATION IS INDICATED IN PARENTHESES 

* INDICATES DEATH Of OiE ANIMAL 

* indicates when ration was CHAf.’GEO OR SUPPLEMENT ADDED 
RATION CONTAINS lort DEAMINI2ED CASEIN + 20 0 WHEAT GLUTEN 



Fig. 1. The mixtures of amino acids did not cure anemia due to de- 
aminized casein any more promptly than did Ij-sine alone. The amino 
acids were offered separately from the rest of the food. The weights given 
in the graph are the daily allowances of the free amino acids though the 
hexone bases were supplied as hj-drochlorides. They were mixed with 
enough sodium bicarbonate to neutralize the hydrochloric acid, and with 
a small amount of Ration 3577 to insure prompt and complete consumption. 
After this portion was consumed, the basal diet was supplied ad libitum. 


there are minor variations it is apparent that all of the mixtures 
are about equaUy effective. Since the only amino acid which 
appears in all groups is Ij'sine, it is concluded that it alone was 
respoi^ible for the improvement. The next step was the addition 
of lysine alone to the basal diet. This amino acid alone is as 
effective as any of the combinations tried, 130 mg. daily per animal 
being slightly more effective than 65 mg. 




44 


Effect of Lysine on Anemia 

Deaminized Casein As Only Protein For the next group of 
experiments the ration was further simplified by omitting all 
protein except 20 per cent of the deaminized casein itself. Both 
the weights and the red blood cell counts of the control animals, 
on Ration 4033, declined rapidly and the animals all succumbed, 
as shown in Fig. 2. Apparently both declines were due to a 


NUMBERS IN CIRCLES ARE RED BLOOD CELLS IN MILLIONS 
PER CU MM. 

NUMBERS ABOVE GRAPHS ARE BODY WEIGHTS IN GRAMS 
NUMBER OF ANIMAL'S ON EACH RATION IS INDICATED IN 
PARENTHESES 

• INDICATES DEATH OF ONE ANIMAL 


i INDICATES WHEN RATION WAS CHANGED OR SUPPLEMENT ADDED 
RATION CONTAINS 2o% DEAMINIZED CASEIN 



Fra. 2. The response to the control ration, No. 4033, is shown in the 
upper right-hand corner. The animals declined in weight and the anemia 
became more extreme. The rations of the other animals differed from 
Ration 4033 by containing lysine, which displaced an equal weight of starch. 
The animals which received lysine recovered from anemia. When the vit- 
amin carriers were fortified with thiamine and riboflavin, they also made 
considerable gains in weight. 

deficiency of lysine. When the ration contained 2 per cent of d- 
lysine, the rats recovered slowly; when it contained 4 per cent 
they recovered rapidly. There was a short period when d-lysine 
was not available, and dZ-lysine was substituted for it. The rats 
which received 4 and 8 per cent of the racemic mixture recovered 
as rapidly as the rats which received 4 per cent of d-lysine. The 
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response of the one rat on 4 per cent of the mixture suggests that 
Mysine may be effective in detoxicating deaminized casein, but 
additional data are required to decide that point. 

It seemed surprising that rats would recover promptly from 
anemia and still fail to gain consistently in weight, and this ob- 
servation suggested that the vitamin carriers may have deteri- 
orated. In an attempt to improve the vitamin supply 2 per cent 
of TTiiR- fat was replaced by wheat germ oil and 400 y of thiamine 
and 200 y of riboflavin per 100 gm. of food were added to the 
ration. Ti^lien the new vitamin mixture was supplied to male 
rats, on a diet that contained IS per cent of casein as the only 
source of protein, they made an average gain of 25 gra. per week 
over a 6 week period. The results obtained when this vitamin 
mixture was incorporated in a deaminized casein-lj'sine ration 
are shown at the right of Fig, 2, Though there was marked im- 
provement in the rate of growth, it was still subnormal. 

The Ij’sine was purchased from reliable manufacturers, but wc 
assured ourselves that it was sufficiently pure for our purpo.«es bj' 
determining some of the more important constants. 

Comparison of Casein and Deaminized Casein plus Lysine — None 
of the rations that contained deaminized casein stipported the 
optimum rate of growth, and this suggested that some essential 
amino acid, other than lysine, had been partly destroyed. No 
attempt was made to estimate the biological value of deaminized 
casein, but in an attempt to determine whether or not it is grossly 
deficient in any of the essential amino acids, it was compared, 
roughly, with casein. 

The comparison was between Ration 4722, which contained 
deaminized casein and lysine, and Ration 4723, which contained 
casein. All rats were anemic at the beginning of the experimental 
period. Two of them received Ration 4722 ad libitum, but their 
food consumption was determined each day. Two others received 
Ration 4723, weighed out daily, but the amount was restricted 
to the quantity that had been consumed by the two on Ration 
4722. The rates of recovery from anemia, and the gains in weight, 
are showm graphically in Fig. 3. The rats on the casein diet re- 
covered from anemia more rapidly than did those that received 
the deaminized casein plus lysine, but the growth rates for the two 
groups were almost exactly the same. These data indicate that, 
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except in lysine, deaminized casein is not grossly deficient in any 
essential amino acid, and the slower growth rate is explained by a 


HUWBIM IN CItCUS W MO « 
NUM6t«.S A«OVt 6RA?HS A 
NUM»£R Of ANIMAIS ON tAC 
X INWCATfS DEATH Of 01 
i INDICATES WHEN RATION V 

LOOD CEILS IN MILLIONS PER 
U lOOY WEIGHTS IN GJLAM 

:h ration is indicated in p 
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Fig. 3. The response to the control ration. No. 4721, is shown in the up- 
per left-hand corner. The animals shown at the lower left, on Ration 4722, 
and at the upper right, on Ration 4723, consumed the same amount of food 
and made approximately the same gains in weight. The rats on the casein 
diet recovered normal red blood cell counts the more rapidly. It is shown 
at the lower right that an increased food consumption did not greatly ac- 
celerate the recovery from anemia. The data indicate that the deaminized 
casein-lysine mixture and casein have approximately the same biological 
value. 


Table II 

Gains in Weight and Food Consumption 





Data by weekly periods 

Ration No. 

animals 

Observations recorded 









1 

2 

3 

4 

5 




gm. 

gm. 

gm* 

gm. 

gm. 

4721, ad libitum 

2 M.,2F. 

Gain in weight 

-13 

-3 






Food consumed 

17 

18 




4722 “ 

2 “ 

Gain in weight 

23 

11 

19 

12 

10 



Food consumed 

41 

42 

43 

46 

46 

4722, limited 

2 " 

Gain in weight 

22 

16 

4 

21 

14 



Food consumed 

41 

42 

43 

46 

46 

4723, ad libitum 

2 " 

Gain in weight 

14 

47 

32 

37 

27 



Food consumed 

40 

63 

80 

92 

82 


lowered food intake. It would be difficult to decide whether the 
reduced food con.sumption is due to the toxicity of deaminized 
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casein, or whether this protein is merely unpalatable. As shon-n 
in Fig. 3 four rats received Ration 4723 ad libitum, and their food 
intake was much liigher than that of those which received the 
deaminized casein-lj'sine ration. 

As a control, four rats were given Ration 4721, which contains 
deaminized casein but no Ij'sine. Thej’ lost weight rapidly and 
none sumved longer than 17 days. The average weekly gain in 
weight and food consumption of the four groups is shown in 
Table II. 


DISCUSSION' 

The many earlier failures to cure anemia produced bj' de- 
aminized casein with lysine must have been due to the fact that 
the amino acid was not .given in sufficient quantity. Steudel 
(9) supplied only 20 mg. of Ij'sine per rat per day. Hogan and 
Ritchie (1) used 25 mg. in most of their trials, although the^' 
reported one failure with 52 mg. of Ij'sine per daj'. Smith and 
Stohlman (10) fed a mixture of tj-rosine, histidine, and Ij-sinc at 
levels intended to be equivalent to 18 per cent of casein. At 
that time casein was thought to contain only about 4 per cent of 
lysine, so their ration must have contained less than 0.75 per cent 
of lysine. The results with gelatin arc in accord with this. 10 
per cent of gelatin, supplying 0.59 per cent lysine (1 1) to the ration, 
had failed. Our more recent results with gelatin are not de- 
scribed in detail, but it was obser\'ed that 20 per cent, supplying 
1.18 per cent of lysine, permits recovery'. According to Rose (12) 
the ration should contain 1 per cent of lysine in order for the rats 
to grow at a satisfactory rate. Our results indicate that if both 
growth and recovery' are to occur on a deaminized casein ration 
over twice this much lysine must be supplied. 

As to the cause of this high lysine requirement one can only' 
speculate. Since deaminized casein presumably' contains a to.xic 
agent, a detoxication by the amino acid lysine would seem plausi- 
ble. However, an attempt to isolate Ij'sine from urine collected 
while the rats were being supplied with this amino acid ended in 
failure. Lysine could not be isolated even after strong acid 
hydrolyrsis. 

Muller (13) has demonstrated a marked reticulocyte response 
in pigeons injected with lysine. From studies'of the bone marrow 
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he concludes that this response is due to “stimulation and prolifera- 
tion of red blood cells and an extension of blood-forming tissue.” 
It may well be that the large amount of lysine enables the blood- 
forming organs to keep pace with destruction by the toxin and 
thus overcomes the anemia. 

Hemoglobin is known to contain lysine (14); hence a lysine 
deficiency would prevent its synthesis. Also, the heme group 
itself must be synthesized, presumably from amino acids, and 
lysine may be a precursor. 

Some comments on the eai-lier data concerning the antianemic 
activity of various proteins are suggested now that lysine is known 
to be the antianemic agent. Since autoclaving destroys this sub- 
stance (2), it must also partly destroy lysine. The failure of 
many of the lactalbumin preparations (2) must have been due to 
thermal damage to lysine. This explanation finds added support 
in the observations of Greaves, Morgan, and Loveen (15) and of 
Waisman and Elvehjem (16). The lack of activity in corn and 
wheat gluten (3) is explained by their low lysine content. Gelatin 
failed (1) because it was supplied at too low a level. 

These observations should serve ■^o emphasize again the im- 
portance of suitable dietary protein in relation to recovery from 
anemia. The r61e of lysine in erythropoiesis may prove to be 
of importance. 

SUMMARY 

1. Lysine is the antianemic agent in the deaminized casein- 
anemia syndrome. 

2. The biological method indicates that deaminized casein 
is not seriously deficient in any essential amino acid other than 
lysine. 

3. If deaminized casein is the only protein in the diet and 
other conditions are optimal, the lysine requirement is increased 
two to four times the normal. 

4. An interpretation of earlier data is attempted and applica- 
tic'ns of these observations are suggested. 
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The present paper offers evidence that from 40 to 70 per cent 
of the nitrogen in preparations of cephalin can be identified in an 
amino acid, which is probably serine. This evidence is at variance 
with the accepted belief that all the nitrogen is in the form of 
ethanolamine. 

Early authore disagreed concerning the nature of the nitrogenous 
constituent. Thudichum (1) and Cousin (2) thought it was 
choline, while Koch (3) and Fraenkel and Neubauer (4) failed to 
find any cholme in their preparations. Pamas (5), Baumann 
(6), and Renall (7), however, ascribed all of the cephalin nitrogen 
to ethanolamine, and this vievr has attained general acceptance 
(8). Only McArthur (9) claimed that an amino acid was present 
in the cephalin molecule. To demonstrate the presence of an 
amino acid among the products of acid h 3 ’drolj’-sis of cephalin, 
McArthur used the method of Kober and Sugiura (10) which is 
based on the solubilizing action of amino acids on C3u from 
Cu(OH) 5 . The method lacks speeificitj^ and no other evidence 
of the presence of an amino acid was offered. Probablj* for 
these reasons McArthur’s work seems to have received little 
attention. 

In the course of work on blood plasma lipids (11) the writers 
were brought to reconsider the nature of the nitrogenous con- 
stituent of cephalin. IMaterial was prepared that agreed in prop- 
erties and composition vrith the accepted criteria for cephalin. 
This material, without hj-drolysis, was analj'^zed for a-amino acids 
by the ninhydrin-COj^ method of Van Sl^^ke and Dillon (13) as 

* Fellow in Biochemistrj- of the Rockefeller Foundation. 

' For a review of the reaction of ninhydrin with amino acids see Calvery 
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modified by Van Slyke, Dillon, and MacFadyen (14). It ms 
found in four different preparations of cephalin that from 40 to 
70 per cent of the nitrogen present reacted with ninhydrin to 
evolve CO2 in the manner characteristic of a-amino acids. 
Ethanolamine and oleic acid were found not to evolve CO2 when 
treated with ninhydrin under the conditions of the determination. 
After acid hydrolysis of cephalin 97 per cent of the amino acid, 
determinable by the ninhydrin-COa reaction in the intact cephalin, 
could be determined by the same reaction in the water-soluble 
products of hydrolysis. 

Further evidence of the amino acid nature of the substance 
was shown by the fact that the reaction with ninhydrin was ac- 
companied by liberation, with the COz, of an equimolar amount 
of NHs, under conditions devised by MacFadyen (15) for quan- 
titative determination of the NH3 evolved from amino acids by 
this reaction. The liberation of both CO2 and NHs by the re- 
action with ninhydrin appears to be characteristic of a-amino 
acids; so far as is knoAvn to the authors no other class of substances 
yields equimolar amounts of NH3 and CO2 under the conditions 
employed. 

That the amino acid is a hydroxyamino acid was made probable 
by its reaction with periodate, which was introduced into amino 
acid chemistry by Nicolet and Shinn (16). When treated with 
alkaline periodate, the amino acid from cephalin yielded a mole- 
cule of ammonia, which is a reaction of amino acids that possess 
NHc and OH groups on adjacent carbon atoms (16, 17). 

Tliat the hydroxyamino acid is probably serine was shown by 
isolating glycolic aldehyde from the products of the reaction with 
ninhydrin, which has been shown without apparent exception to 
change the Il-CH(NH2).COOH of a-amino acids to R-CHO 
(18). From such a reactio'n only serine could yield glycolic 
aldehyde. The aldehyde was isolated as the dimedon compound 
in yield and properties identical with that obtained in control 
experiments from serine. 

Confirmatory evidence was obtained by identifying glycolic al- 
dehyde as a reaction product of the amino acid with chloramine-T, 
which Dakin (19) has shown to yield, like ninhydrin, the aldehyde 
with 1 less carbon atom each from glutamic acid, leucine, alanine, 
and glycine. The glycolic aldehyde from our product was isolated 
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as the phenylosazone, which was obtained in low jneld, but analyti- 
cally pure. No osazone was obtained from cthanolamine b}' the 
same procedure. 

It appears that the hydroxyamino acid in cephalin is attached 
to the rest of the phosphatide molecule bj' ester linkage through 
the h 5 'droxyl group, because reactions of the intact cephalin wth 
nitrous acid and ■ndth ninhj’drin show that the NH; group and 
the COOH group of the amino acid arc both free. 

That the amino acid of the cephalin is not an adsorbed impurity, 
but is an integral part of the lipid, m.ay be concluded from the 
large amount of the amino acid found in the cephalin prepara- 
tions, and from the fact that in purification the cephalin was 
flocculated from dilute water suspensions, in a manner which 
presumably separated it from water-soluble impurities. 

Concerning the presence of both cthanolamine and serine in 
cephalin, two explanations seem possible. Tliere may be two 
“cephalins” preformed in the brain; or the ethanolamine-con- 
taining cephalin raa}’ be an artifact, originating post mortem by 
decarboxylation of the serine constituent. 

Isolation of the amino acid in pure form has not yet been ac- 
complished; hence its identity as serine is presented as probable 
but not final. The results are presented at this stage because the 
work must be temporaiily interrupted. 

EXPERLMENTAL 

Analytical Methods — Unless othern-ise stated, manometric 
micromethods were used for C (20), P (21), N (22-24), and NHs 
(24, 25) estimations. Cephalin amino nitrogen was estimated 
by the manometric nitrous acid method as applied to lipids (24). 

Preparalion of Cepftah'n— Cephalin was prepared by the technique de- 
scribed below, which is a combination of the methods used by Pamas (5), 
Fraenkel and iSTeubauer (4), and Levene and Rolf (28). 

10 pounds of fresh ox brains were hashed in a meat grinder and thrown 
into 10 liters of acetone and let stand overnight to extract non-phosphatide 
lipids. The next morning the acetone was filtered off and discarded. The 
procedure was repeated a number of times with use in succession of acetone 
twice (10 liters each time) and absolute ethyl alcohol once (7 liters). The 
solid residue was then extracted with petroleum ether twice (7 liters each 
time)^ to dissolve the cephalin. The two petroleum ether extracts were 
combined and concentrated in a vacuum to a volume of 800 cc. To the 
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concentrated extract were then added 4 liters of absolute ethyl alcohol. 
A precipitate of crude cephalin appeared which was collected by centri- 
fuging, and was then redissolved in 1 liter of ethyl ether. A little water 
had to be added to the ether to obtain a clear solution. The ether extract 
was let stand overnight in the ice box. A precipitate appeared which was 
removed by centrifuging. The clear supernatant solution was added to 
4 liters of absolute ethyl alcohol. A precipitate of crude cephalin was 
again formed. It was centrifuged and washed once with alcohol. The 
supernatant was discarded. 

To remove water-soluble impurities, the crude cephalin was emulsified 
by rubbing with a small volume of water and then diluting gradually to 6 
liters, and was then flocculated out by adding 750 cc. of N HCl. The pre- 
cipitate was collected by centrifuging, washed with 0.1 n HCl, and then 
with acetone. The precipitate, dried at room temperature to constant 
weight in a vacuum, was 46 gm. It was analyzed with the following results: 
C 63.0 per cent, total N 1.59 per cent, amino N (with nitrous acid) 1.39 per 
cent, P 3.45 per cent, N:P atomic ratio 1.02, NHs to total N ratio 0.871. 

As the NH 2 :N ratio lower than 1 showed the presence of a phospholipid 
other than cephalin in our preparation, purification was carried further. 
17 gm. were dissolved in 140 cc. of ethyl ether and the solution let stand 
overnight at —6°; the precipitate that had formed was centrifuged and the 
clear supernatant poured into 5 volumes of acetone. A yellowish sticky 
precipitate appeared which became granular on standing overnight in the 
ice box and then was centrifuged and washed with acetone. After being 
dried in a vacuum, the material weighed 8.5 gm. It had a pronounced cod 
liver oil odor. On analysis, the following results were obtained: C 61.4 
per cent, N 1.56 per cent, P 3.90 per cent, NHs-N 1.58 per cent, N:P atomic 
ratio 0.816, NH 2 to total N ratio 1,015. 

6 gm. of this material were further purified. It was dissolved in 75 cc. 
of petroleum ether and the solution let stand for 72 hours at —6°. A slight 
precipitate formed which was centrifuged and discarded. The clear super- 
natant was poured into 5 volumes of acetone. 5.1 gm. of a yellowish mate- 
rial were obtained. A cod liver oil odor was still pronounced. This 
preparation was labeled A-3 and analyzed, with the following results: 
C 60.0 per cent, N 1.605 per cent, P 3.89 per cent, NH 2 -N 1.605 per cent, 
N:P atomic ratio 0.916, NH- to total N ratio 1.00. 

A second preparation, labeled C, was made from another batch of fresh 
brains according to the same steps used for Preparation A-3. 

Iwo samples of calcium-cephalin were prepared according to 
the method of Wadsworth, Maltaner, and Maltaner (27). One, 
labeled Preparation Ca-A, was prepared starting from Prepara- 
tion A-3; a second one, labeled Preparation Ca-B, was prepared 
starting from fresh brain tissue. 

Reaction of Cephalin with Ninhydrin — To estimate amino acid 
in cephalin, samples of about 10 mg. were weighed and introduced 
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into tubes for carboxyl estimation. 1 cc. of water was added to 
each tube. From then on the ninhydrin method of Van Slyke 
and Dillon (13), as applied to small amounts of material by Van 
Sb'ke, Dillon, and hlacFadyen (14), was followed. Blanks were 
run to determine CO- evolved (a) by boiling the cephalin with 
acid citrate alone, and (6) by boiling ninhydrin. The percentages 
of amino acid carboxyl carbon in cephalin determined by the 
ninhydrin-CO: method arc multiplied by 14/12 to give values 
for a-amino acid nitrogen. Tlie results arc given in Table I. 

Reaction of cephalin with ninhj'drin w.as completed by im- 
mersing the tubes in boiling water for 6 minutes, the same length 
of time required b 3 ' a-amino acids. For Preparation A-3 the 
results obtained, given as content of amino acid nitrogen in the 


Table I 

Presence of a~Amino Acid in Ox Brain Cephalin 


Preparation 

Total X 

o'.'Vinmo acid nitrojen 

1 

Ratio to total N 


percent 

per cent ! 


A-a 

1.605 

0.965 

O.GOl 

c 

1.58 

0.654 

0.414 

Ca-A 

1.60 

1.092 : 

0.6S2 

Ga-B 

1.59 

0.757 

0.476 


cephalin, were as follows: 6 minutes, 0.965 per cent; 24 minutes, 
0.962 per cent; 36 minutes, 0.966 per cent. 

The amino acid content of cephalin was not affected by precipita- 
tion from aqueous solution; in the case of Preparation C, the 
amino acid content was estimated before and after flocculating 
the cephalin out of its emulsion in water, by addition of HCl. 
The amino acid nitrogen determined by the ninhydrin-COs 
method before and after flocculation was respectively 0.640 and 
0,665 per cent of cephalin, the difference not being significant. 

Oleic acid and ethanolamine were tested to ascertain whether 
they formed CO 2 imder the conditions of the Van Slyke-Dillon- 
MacFadyen (14) reaction with ninhydrin. 100 mg. of oleic 
acid (10 times the amount of cephalin used) did not give any 
increase above the blank value. Ethanolamine reacted to a sig- 
nificant extent only when the reaction time was increased to 4 
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hours, in which time it yielded 0.01 mole of COe. It appears 
that neither oleic acid nor ethanolamine interferes measurably 
with the determination of a-araino acids by ninhydrin under the 
conditions used in our analyses. 

Measurement of NHz Accom/panying COi Released hy Action of 
Ninhydrin on Cephalin 

The NH3 produced in the ninhydrin reaction with amino acids 
under ordinary conditions combines with the unchanged ninhydrin 
and the hydrindantin formed during the reaction. In order to 
prevent this combination and permit measurement of the NHs, 
(S-alanine was used according to the method of MacFadyen (15). 

1 cc. of HjO, 50 mg. of citrate buffer, 70 mg. of j8-alanine, 0.8 cc. of 1 N 
HjSO«, and 35.10 mg, of intact cepbalin (Preparation A-3) were placed in 
one of the tubes used for the ninhydrin reaction. In two similar tubes, 
for controls, the same reagents were placed, except that in one the nin- 
hydrin, and, in the other, the cephalin was omitted. After evacuation at 
the pump the tubes were placed in the boiling water bath for the usual 6 
minutes and the carboxyl carbon measured as CO2 as usual. It was found 
that the ninhydrin had liberated 24.2 micromoles of CO2 from 35.10 mg. of 
cephalin containing 39.9 y atoms of N. The contents of the tubes were 
then washed into 50 cc. centrifuge tubes and HjS bubbled through for 20 
minutes to precipitate unchanged ninhydrin as hydrindantin. Air was 
passed through for 30 minutes to remove H2S. The precipitate was re- 
moved and washed by centrifuging. Filtrate and washings were combined 
and made up to a volume of 15 cc. Aliquots were taken for ammonia analy- 
sis by aeration (27, 28) after 10 cc. of saturated KtCOj solution were added. 
The ammonia was caught in 0.1 n H2SO4 and determined manometrically 
with hypobromite (22, 23). 

After correction for the ammonia yielded by the blanks it was 
found that the ninhydrin-cephalin reaction had liberated 0.96 
mole of NH3 per mole of carboxyl CO 2 . In a second experiment 
similarly conducted a ratio of 0.92 was obtained. 

Distribution of Cephalin Nitrogen in Products of Acid Hydrolysis 

242.5 mg. of cephalin Preparation A-3 were hydrolyzed by boiling under 
a reflux with 15 cc. of 4 n HCl for 6 hours. Fats were removed by three 
successive extractions w’ith chloroform. The combined chloroform ex- 
tracts were washed once with dilute HCl and the washing was added to the 
original e.xtractcd aqueous solution. The chloroform solution was made 
up to 25 cc. and labeled "chloroform-soluble fraction." The aqueous 
fraction was taken to dryness in a vacuum and the dry residue taken up in 
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25 cc. of \Tatcr and labeled “watcr-Bolublc fraction.” In both eases 1 cc. 
of solution corresponded to 9.7 mg. of parent ccphalin. 5 cc. aliquots of 
‘‘cbloroform-soluble fraction" were taken for total N. On tbe "water- 
soluble fraction” the following determinations were performed: on 1 cc. 
aliquots amino acid N, on 2 cc. aliquots total N , on 4 cc. aliquots ammonia 
N. The samples from which ammonia had been removed by aeration were 
carefully acidihed with HCl and transferred to 30 cc. volumetric flasks 
quantitatively. 5 cc. aliquots of these solutions were used for amino Is 
estimations by the nitrous acid method (23). Tbe results arc given in 
Table II. 

From these results it can be seen that of 0.965 gm. of amino 
acid N determinable by the ninhydrin-CO* reaction in 100 gm. of 

Table II 

Distribution of Cephalin N Follomng Hydrolysis by Refluxing 
vnth 4 S’ HCl for 6 Hours 


Nitrosta 


Fisclion 

A* 

of ctpbalin 

At prrmitot® 
of tntal 
cephalin N 

Chloroform-soluble fraction 


8.45 

Water-soluble fraction 


91.10 

Ammonia N 

O.IOS ; 

6.81 

Total NHt-N (by HlfOi) ' 

1.308 

82,50 

Amino acid HNrN (by ninhydrin-COj reac- 
tion) 

0.932 

0.376 

58.80 

23.70 

Unidentified NHrN* 


* This nitrogen was probably ethanolamine, which baa been identified 
by other observers. 


parent cephalin, 0.932 gm., or 97 per cent, was determinable by 
the same reaction in the water-soluble fraction of the acid hy- 
drolysate. 

Identification of Aldehyde Resulting from Action of Ninhydrin on 
Cephalin Hydrolysate 

259.7 mg. of cephalin (Preparation A-3), containing 0.965 per 
cent of a-amino acid N (by the ninhydrin-COj method), were hy- 
drolyzed by refluxing for 6 hours with 15 cc. of 4 k HQ. Fats 
were extracted with chloroform and tbe water-soluble fraction 
was taken to dryness in a vacuum. This material was then 
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tEkcn up in 4 cc. of H2OJ tmiisforrcd to a tost-tubo, and buffered 
to pH 2.5 with citrate buffer (50 mg.). 70 mg. of ninhydrin were 
added and the test-tube immersed in a boiling water bath for 6 
minutes. Upon cooling, insoluble material was filtered off and to 
the deep purple solution were added 100 mg. of dimedon in 5 cc. 
of alcohol. Water was added to make a total volume of 30 cc. 
The solution was made slightly alkaline with dilute NaOH and 
then acidified with acetic acid. The test-tube was then placed 
in the refrigerator for 2 days at which time 24 mg. of the white 
crystalline dimedon were filtered off. Further standing yielded 
only a few more crystals. 

Upon reciystallization from dilute alcohol the derivative melted 
at 226°. According to Voiiander (29) the dimedon compound of 
glycolic aldehyde melts at 227°. Carbon was estimated in this 
material by the wet combustion method of Van Slyke and Folch 
(20), C 70.80, 70.83 per cent. The theory for C18H24O4 is 71.1 
per cent carbon. From the amount of serine indicated by amino 
acid N determination on the cephalin used the theoretical yield 
of dimedon derivative of glycolic aldehyde was 54.3 mg. The 
actual yield of 24 mg. was therefore 45 per cent of theory. 

20 mg. of di-serine, when dissolved in 4 cc. of water and treated 
as above, yielded 28 mg. of the dimedon derivative of glycolic 
aldehyde, melting point 226°. The yield was 50 per cent of theory. 
When mixed with the dimedon compound from the amino acid 
of cephalin there was no depression of the melting point. 

Identification of Aldehyde Resulting from Action of Chloramine-T 
on Amino Acid of Cephalin According to Dakin {19) after 
Hydrolysis Products Other Than Amino Acid Had Been 
Removed As Completely As Possible 

A water-soluble hydrolysate from approximately 5.5 gm. of 
cephalin (cephalin C) was used. The hydrolysate was freed of 
NHj by aeration after being made alkaline with Ba(OH)2. 
Ethanolamine was removed by butyl alcohol extraction of the 
same alkaline solution. Barium was then removed with CO2 
and glycerophosphoric acid was precipitated with lead acetate. 
Excess lead was removed with H2S, and H2S by boiling. The amino 
acid in the solution was then precipitated by adding mercuric 
acetate and sodium carbonate until no more white precipitate 
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appeared. Alcohol was added to 25 per cent b}' volume and the 
solution allowed to stand overnight. The precipitate was filtered 
off through a pad of charcoal and the mercurj' was removed from 
the precipitate by suspending in water and treating with H;S. 
The filtrate was concentmted in a vacuum to 25 cc. The nin- 
hydrin-CO: analysis indicated that the solution contained a con- 
centration of o-amino acid which corresponded to 10 mg. of serine 
per cc. 

5 cc. of this solution were made slightly alkaline rvith dilute 
hiaOH and 134 mg. of chloramine-T in 5 cc. of water were added 
(1 mole of chloramine-T per mole of amino acid). The solution 
was allowed to remain at room temperature overnight and was then 
acidified with acetic acid. 400 mg. of phcn 3 *lhydrazine hj’dro- 
chloride and 600 mg. of sodium acetate in 5 cc. of water were 
added plus a few drops of a saturated solution of sodium bisulfite. 
Upon heating in the water bath for half an hour, the yellow osazone 
of glj'oxal appeared and was filtered off. It melted at 156° but 
upon recrj-stallization several times from dilute alcohol containing 
sodium acetate the melting point rose to 167°. Carbon was 
estimated by the manometric wet combustion method (20), 
C 70.25, 70.26 per cent. The theory for ChHmN< is 70.45 per 
cent carbon. Glyoxal phenylosazone was prepared under identical 
conditions from 50 mg. of dl-serine and was found to melt at 167°. 
When mixed with the derivative from the amino acid of cephaliii, 
there was no depression of the melting point. The same procedure 
was applied to 46.5 mg. of ethanolamine-chloride in 5 cc. of water. 
No osazone was formed. 

Reaction of Amino Acid of Cephalin mth Periodate 

261.7 mg. of cephalin Preparation A-3 were hydrolyzed by 
refluxing for 6 hours ■nnth 15 cc. of 4 n HCl. Fats were removed 
by extraction with CHCU and the water-soluble hydrolysate taken 
to drjmess in vacuo. It was then taken up in water and made up 
to a volume of 25 cc. Analysis showed that this solution con- 
tained, per cc., 151 y of total nitrogen, 87.5 y of carboxyl nitrogen, 
28.5 y of ammonia nitrogen, and 35 y of unidentified amino nitro- 
gen (determined by the nitrous acid reaction (25)), which was 
presumably ethanolamme nitrogen. According to the method 
of Van Slyke, Hiller, MacFadyen, Hastings, and Klemperer 
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(17), a 2 cc. aliquot of the hydrolysate was placed in a large test- 
tube and to it were added 1 cc. of 0.2 m periodic acid, 50 mg. of 
glycine (to prevent the NHa from combining with the aldehyde 
simultaneously formed), and water to make a total volume of 
6 cc. Then 1 cc. of 2 N NaOH was added and finally 10 cc. of 
saturated K 2 CO 3 solution. Blanks without the hydrolysate and 
without the periodate were similarly prepared. The solutions 
were aerated for 45 minutes and the ammonia trapped in 0.1 N 
H2SO4. Ammonia was determined gasometrically (23). After 
correction for the blanks and preformed ammonia, it was found 
that periodate had liberated 219 y of ammonia nitrogen. 
MacFadyen- has shown that under the above conditions ethanol- 
amine will yield 85 per cent of its nitrogen as ammonia. Assuming 
that the unidentified NH 2 nitrogen was in ethanolamine, it was 
estimated that 70 X 0.85 = 59.5 7 of ammonia nitrogen were 
formed from ethanolamine, and 219 — 59.5 = 159.5 7 from the 
amino acid. Compared with the carboxyl nitrogen of the sample 
as determined by ninhydrin analysis, 175 y, this calculation in- 
dicates that 91 per cent of the amino acid nitrogen was liberated 
as ammonia by periodate. Repetition of the experiment yielded 
90 per cent of the amino acid nitrogen as ammonia. 

STJMMABY 

1 . Cephalin prepared from ox brain has been found to contain 
from 40 to 70 per cent of its nitrogen as an a-amino acid.' Intact 
cephalin reacts with ninhydrin like a-amino acids, releasing for 
each mole of CO 2 produced 1 mole of NH3. After acid hydrolysis 
of cephalin, all the amino acid is determinable by the same reac- 
tion in the water-soluble part of the hydrolysate. 

2 . The amino acid has the reactions of a hydroxyamino acid. 
It has not been isolated, but is tentatively identified as serine 
by the following reactions of the water-soluble hydrolysate, (o) 
Treatment with ninhydrin under the conditions of the ninhydrin- 
CO 2 determination has yielded glycolic aldehyde, which was 
isolated and analyzed as the dimedon derivative, in the same 
yields given by control experiments with serine. ( 6 ) Treatment 
with chloramine-T under Dakin’s conditions also yielded glycolic 

* MncFfidycn, D. A., unpublished data. 
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aldehj-de, wWch was isolated as the phenylosazone, (c) Treat- 
ment with alkaline periodate jnelded ammonia. After correction 
for ammonia from the unidentified nitrogen fraction, the remaining 
ammonia was approxiraateb' 1 mole per mole of the amino acid 
determinable by the ninlij’drin-COj reaction, 

3. The hydro.xjmmino acid is apparently attached to the 
cephalin molecule by an ester linkage with the hydroxj'l, since 
both the NHi and the COOH groups have been found to be free 
in the intact cephalin. 

The writers arc glad to acknowledge their indebtedness to Donald 
D, Van Slyke and Douglas A. MacFadyen for advice and for the 
use of unpublished methods, 
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INTERMEDIARY METABOLISM IN DIABETES MELLITUS 
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Bt ^YILLIAM C. STADIE, JOHN A. ZAPP, Jr., and FRANCIS 
D. W. LUKENS 

(From the John Herr Musser Department of Research Medicine and the 

George S. Cox Institute, University of Pennsylvania, Philadelphia) 

(Received for publication, August 17, 1940) 

The possible coaversion of fattj’’ acids into carbohydrates by 
mammalian tissues continues to be a controversial subject. Be- 
cause carbohydrates are convertible into fats, and fats, in certain 
forms of plant life, are unquestionably converted into carbo- 
hydrates, the non-reversibility of this reaction in animal tissues 
is accepted tvith reluctance. Moreover, this conversion is the 
pivotal reaction in the overproduction hj^potbesis of diabetes 
mellitus according to which the main effect of insulin is the inhibi- 
tion in the liver of the reaction, fatty acids -f oxj'gen = carbo- 
hydrates. 

E\ddence concerning the possible intermediary pathwaj’-s of 
fatty acids to carbohj'drates is meager. The 2-, 4-, or 6-carbon 
oxidation products of fatty acids enumerated in Table I are 
conceivable precursors of carbohydrate. The evidence in the 
literature indicates that all but butyric acid, ketol, succinic acid, 
and acetoacetic acid can be eliminated from consideration. The 
first three have never been shown to be intermediaries in hepatic 
fatty acid catabolism. Acetoacetic acid has been shown definitelj’’ 
not to be a precursor of carbohydrate when perfused through the 
liver. Therefore since it is generally accepted that the liver is 
the sole site of new carbohydrate formation, the emdence for a 
possible pathway of fatty acid to carbohydrate is essentially nil. 

* Aided by grants from the Rockefeller Foundation and the American 
Philosophical Society. 
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Table I 

Possible Oxidation Products of Fatty Acids in Liver and Evidence in Liver 
As to Their Conversion into Carbohydrate 


Substance 

Summary of evidonco 

Authority 

2-Carbon compounds 



Ethyl alcohol 

Not glycogenic in liver 
when fed 

Shapiro (1935) 

Acetaldehyde 

Not glycogenic when fed 

Sansum and Woodyatt 
(1915); Shapiro (1935) 

Acetic acid 

Not glycogenic in pblor- 
hizinized dog 

Not glycogenic in liver 
except possibly with 
high glucose feeding 

Deuel and Milhorat 
(1928) ; Ringer and 
Lusk (1910) 

Stoehr (1933) 

Ethylene glycol 

Not glycogenic when fed 

Shapiro (1935) 

Glycol aldehyde 

Possibly glycogenic; not 
proved 

Cremer (1915) ; Green- 
wald (1918); Barren- 
scheen (1914) ; San- 
sum and Woodyatt 
(1914) 

Glycolic acid 

Not glycogenic when fed 

Baer and Blum (1907); 
Greenwald (1918) 

Glyoxal 

“ “ “ per- 

fused through liver; 
toxic 

Dakin and Dudley 
(1914) 

Glyoxylic acid 
Oxalic acid 

Toxic 

No information 

Adler (1906-07) 

4-Cnrbon compounds 



Butyric acid 

Not proved to be an inter- 
mediate in hepatic me- 
tabolism, but glyco- 
genic in perfused liver 

Blixenkrone-Mpller 

(1938) 

)3-Hydroxybutyric 

acid 

Not glycogenic in per- 
fused liver 

CC 

Acetoacetic acid 

Not glycogenic in liver 
Glycogenic in kidney 
slices (7) 

n 

Weil-Malherbe (1938) 

Dihydroxybutyric 

Not glycogenic 

tt 

acid 


Succinic acid 

Glycogenic 

Abundantly shown by 
many authors 

C-Carbon compounds 


Adipic acid 

Formed by u oxidation; 
no information on gly- 
cogenic properties 


Ketol 

Not proved to be an inter- 
mediate in hepatic me- 
tabolism, but glyco- 
genic when fed 

• Stoehr and Henze (1932) 
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Synthesis of Carhohydratc from Acctoacelate hy Kidney Slices 

Recentlj' Weil-Malherbe (1938) from experiments with rat 
kidnej' slices equilibrated in vitro with 0.020 m acetoacctate con- 
cluded that it was converted into glucose by this organ. He sug- 
gested that the reaction involved was an oxidative conversion of 
acetoacctate to pyruvate, since the latter is known to be abun- 
dantly converted into carbohydrate by kidney sViccs (Benoy and 
Elliott, 1937). This reaction would thus be a possible means of 
the conversion of fats to carbohydrate in mammalian tissue. 

In a small series of e.xperiments, Wcil-Malherbe determined the 
amount of new formed fermentable substances, presumabh' carbo- 
hydrate. In five rats the mean excess of such carbohydrate 
formed from acetoacctate over control slices without acetoacctate 
was (by our calculation) 4,0 ± 2.1 micromoles of wet tissue per 
gm. per hour. This amount is not only small (compare 50 micro- 
moles in the case of pjTuvate (Beno}' and Elliott, 1937)), but the 
mean value is hardly significantly different from 0. Moreover, 
no lactic acid determinations were reported; hence lactic acid 
as a possible precursor of the new carbohydrate cannot be excluded. 

Our interest in the subject of fat metabolism in diabetes led us 
to test again the possible formation of fermentable carboh 3 'drate 
from acetoacctate bj’- kidnej' slices. We report in this paper a 
series of determinations with tissue from normal cats and rats 
and from diabetic cats. 


EXPERUtENTAI. 

Diabetic Cats — The cats were depancreatized under nembutal 
anesthesia and were used 48 hours later. Completeness of pan- 
createctomy was checked by autopsy and by the degree of 
glycosuria. 

Preparation of Kidney — The animals were killed under nembutal 
anesthesia and the kidnej's quickly removed and dropped into 
cold saline. Slices of corte.x of 0.4 ± 0.05 mm. thickness were 
prepared with a double razor blade cutter. Averaging 100 mg., 
they were equilibrated \vith 3.0 cc. of medium in 100 per cent Oi 
for 2.0 hours at 38°. Each slice was divided into two parts. 
One-half was immediately killed and the initial value of lactic 
acid or fermentable carbohydrate determined. The other half 
was equilibrated for 2.0 hours and, together with the medium, 
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analyzed. Changes in lactic acid and carbohydrates were cal- 
culated from these analyses. In this way the effect of variations 
in lactic acid and carbohydrate content throughout the kidney 
were minimized. 

Buffered Medium— buffer used was a phosphate-saline 
solution of the following composition: Na2HP04 0.050 m, NaCl 
0.130 M, KCl 0.007 M, MgCb 0.005 m, HCl to pH 7.2 plus substrate 
additions where indicated. 

Determinalion of Total Fermentable Carbohydrate — The method 
used was the Shaffer-Hartmann-Somogyi, adapted for tissue car- 
bohydrates as described by us in a previous paper (Stadie, Lukens, 
and Zapp, 1940). 

Determination of Lactic Acid — Two methods were used. The 
standard procedure was a modified Friedemann, Cotonio, and 
Shaffer (1927) determination, in which colloidal MnOa was the 
oxidizing agent. We also tried the colorimetric procedure of 
Barker (1940) as modified by him (personal communication) and 
found this method to be satisfactory. The mean recovery of 
lactic acid added to tissue slices was 92 ± 5 per cent by the Friede- 
mann, Cotonio, and Shaffer method, and 99 ± 5 per cent by the 
colorimetric method. 

The data of the experiments are presented in Table II. Atten- 
tion is called to the following points. (1) In practically all cases, 
there is a slight increase of total fermentable carbohydrate. (2) 
With 0.020 M acetoacetate, the increase is usually somewhat less 
than without- acetoacetate. In the mean the effect of aceto- 
acetate is —2.9 ±1.2 micromoles of fermentable carbohydrate 
per gm. per 2 hours. This small difference is not significantly 
different from 0. (3) In about half of the cases the decrease of 
lactic acid would account for a considerable fraction of the increase 
of carbohydrate. This possibility was neglected by Weil- 
Malherbe. 

We have failed to confirm Weil-Malherbe and we conclude that 
acetoacetic acid is not converted to carbohydrate by kidney slices 
from normal rats or cats or diabetic cats. 

Synthesis of Carbohydrate by Liver Slices from Diabetic Cats 

The evidence for the possible conversion of fatty acids to carbo- 
hydrates in the liver falls into three general categories: (1) demon- 
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stration in the intact normal, phlorhizinized, or diabetic animal 
of such low total respiratorj- quotients (less than 0.69) that a 
conversion of fatty acids to carbohj'dratc (n.Q. supposedly < 0.3) 
must be assumed; (2) demonstration of such high D:N ratios 

Table II 

Carbohydrate and Lactic Acid Metabolism of Kidney Slices from Normal and 

Diabetic Animals 

Temperature of equilibration 38°; time 2.0 hours; phosphate-saline 
buffer at pH 7.2; average sample 100 mg. Supplement, 0.020 m acetoacetate 
where indicated. 

The results arc expressed in micromoles per gm. per 2 hours. 
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-2.8 
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Mean effect of 0.020 m acetoacetate 



2.1 



-2.9 






±1.3 



±1.2 


(>3.5) in phlorhizinized or diabetic animals that the conversion 
must be assumed; (3) direct determination by analyses in the 
intact animal or perfused liver of increase of total carbohydrate 
in excess of possible protein, lactic acid, or glycerol precursors. 

Our discussion will be limited to category (3). Chaikoff and 
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Weber (1928), in confirmation of the original experiments ol 
Eppinger, Falta, and Eudinger (1908), found “beyond doubt” 
that the excretion of glucose in the urine of depancreatized dogs 
after epinephrine was far beyond that calculable from preformed 
carbohydrate or the protein and glycerol metabolism. Hence the 
extra sugar was formed from fatty acids. This experiment was 
repeated by Bollman, Mann, and Wilhelmj (1931) who, however, 
also determined the glycogen content of the muscles. They 
found that epinephrine causes a marked decrease in the glycogen 
content of the muscles of depancreatized dogs. The amount of 
extra glucose which appeared in the urine corresponded closely to 
the amount of glycogen lost from the muscles. They concluded 
that this was the source of extra glucose and that the conversion 
of fatty acids to glucose need not be assumed. The similar 
experiments and conclusions of Bachrach, Bradley, and Ivy (1936) 
and also of Chambers, Himwich, and Kennard (1935) were con- 
firmatory of those of Bollman, Mann, and Wilhelmj. 

Perfusion experiments mth mammalian livers are of particular 
significance, since presumably the liver is the only site of formation 
of new carbohydrate. A complete carbohydrate balance requires 
the simultaneous determination of total fermentable carbohydrate, 
urea -j- ammonia, lactic acid, and ketone bodies. From such 
studies on twenty-two perfused cat livers. Burn and Marks (1926) 
concluded that there was an extra formation of carbohydrate 
(mean 2 to 4 mg. per gm. per hour) which could not be accounted 
for by known precursors except fatty acids. Gregg (1933) criti- 
cized these experiments because he found such decided irregularities 
in the distribution of cai'bohydrates in perfused livers, especiallj'^ 
those low in carbohydrate. He was of the opinion that it is well- 
nigh impossible to use such a system to demonstrate glyconeo- 
genesis from fatty acids. In seventeen perfusions of livers from 
fat-fed cats and dogs he found no unaccounted for new car- 
bohydrate. 

Heller (1936), using the London cannula technique in intact 
normal dogs fasted 3 days, measured the portal-hepatic difference 
of glucose and lactic acid, and the total urinary nitrogen excretion 
o\er a period of 12 hours. From the average values and an esti- 
mated hepatic blood flow, he calculated the extra carbohydrate 
not accounted for by protein (maximum D;N of 6.5 used) and 
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lactic acid. In five such axperiments he found values vai^j'ing 
from 2 to 21 micromoles per gm. per hour (mean 12 db 4) which 
he concluded came from fatty acids. Although the hepatic glyco- 
gen was stated to be unchanged during the course of the experi- 
ment, the possibilitj' that it was the precursor to the extra carbo- 
h 3 'drate must be serioush' considered in this tj’pe of e-xperiment. 

The use in this problem of liver slices equilibrated in vitro has 
been limited. Gemmill and Holmes (1935) with liver slices from 
fat-fed rats found a formation of new carbohydrate associated 
with a low respirator^' quotient (mean 0.5S). They concluded 
that these facts "both taken together, represent a strong case" 
for the sj'nthesis of carbohj'drates from fats. However, these 
low respiratory quotients, in our experience, might be completely 
accounted for on the basis of ketone bodj' formation from fat. 
Evidence strongl}' opposed to the possibilitj' of glj'coneogenesis 
from fat is that obtained by Stadie, Zapp, and Lukens (1940) who 
equilibrated liver slices from diabetic cats. In such preparations 
they measured the oxygen uptake, the re.spiratory quotient, the 
rate of deamination of amino acids, and the ketone bodj' formation 
and found that the summation of the oxygen required for all the 
known oxidative processes, viz. oxidative deamination, carbon 
dioxide formation, and ketone body formation, was not signifi- 
canth' different from the total obsen'ed oxj'gen uptake. Inother 
words, the conversion of fattj' acids to carbohj'drates, a process 
which requires o.xj'gen, could not have occurred, since there was 
no oxj'gen available in the metabolism of the slice for this 
conversion. 

In further e.xperiments mth slices from diabetic cat livers Stadie, 
Lukens, and Zapp (1940) found relativelj’ low values for new car- 
bohj'drate formation, and hence concluded that excessive carbo- 
hj'drate formation did not occur in such preparations. 

In the series of experiments reported here the problem was 
attacked more sj'stematicallj'. Slices of liver from diabetic cats 
were equilibrated and the complete carbohj'drate balance was 
obtained by measuring the initial and final values of total fer- 
mentable carbohj'drate, lactic acid, and ketone bodies. In order 
to correct for the formation of carbohj'drate from glj'cogenic 
amino acids arising from protein catabolism, the urea and am- 
monia formation was also measured. 
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The cats were prepared as described in the preceding section 
of this paper. 

Preparation of Liver — The animals were killed under nembutal 
anesthesia. The liver was quickly removed and dropped into 
cold saline. Slices of 0.4 ± 0.05 mm. thickness were prepared 
with a double razor blade cutter. Averaging 200 to 250 mg., 
they were placed in Warburg vessels and equilibrated in 3.0 cc. 
of medium and 100 per cent oxygen for 2.0 hours at 38°. The 
oxygen uptake and carbon dioxide output were measured by the 
customary Warburg technique, and are expressed as micromoles 
per gm. of wet tissue. 

Btiffered Medium — The phosphate-saline buffer had the same 
composition as the one described in the preceding section of this 
paper. The bicarbonate buffer contained NaHCOs 0.020 M, 
Na 2 HP 04 0.010 M, NaCl 0.110 m, KCl 0.005 m, MgCb 0.001 m, 
and was equilibrated with 95 per cent O 2 and 5 per cent C02. 
The pH afterequilibration was 7.1. When this buffer was used, 
the tissue slices were placed in 2.0 cc. of medium and were equili- 
brated in specially designed respirators. 

Leterminaiion of total fermentable carbohydrate and of lactic acid 
was carried out as described in the preceding section of this 
paper. 


Determination of Urea Plus Ammonia — The method was based 
on the aeration procedure and is described in a previous paper 
(Stadie, Lukens, and Zapp, 1940). 

Deteimination of Ketone Bodies — The method was the slightly 
modified Shipley and Long (1938) procedure described in a pre- 
vious paper (Stadie, Zapp, and Lukens, 1940). 

Calculation of Carbohydrate SaZance— The total observed in- 
ci eases of fcimentable carbohydrate were corrected for known 
glycogenic products of the catabolism of the liver slices in the 
0 owing waj's. (1) The increase of urea -f- ammonia nitrogen 
represents the amount of amino acids which have been deaminated. 

n t le jasis of a D.N ratio of 3.0 the glucose derivable from these 
ainmojicic s is as follow^s: glucose (moles) from glycogenic amino 
^ ' 1 ^ increase (equivalents) of urea -{- ammonia nitro- 

gen. In a large series of liver slices from diabetic cats we have 
lound that the increase of urea -b NH, nitrogen is quite constant 
and close to a mean value of 30 microequivalents per gm. of liver 
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per 2 hours. Accordingly we have used this value throughout. 
Therefore the correction - 6.9 micromoles per gm. per 2 hours. 
(2) Correction for change of lactic acid. V^icn this increased, 
it was assumed that it came from carbohydrate. Hence the 
correction = +?. the increase in lactic acid. When lactic acid 
decreased, it was assumed to be converted completely to carbo- 
hydrate. Hence the correction = — the decrease in lactic 
acid. (3) Correction for glycerol. It was assumed that the 
glycerol derived from the fats catabolizcd was completely con- 
verted to carbohydrate. Ketone body formation represents total 
fat catabolism and on the basis of the multiple alternate oxidation 
h5'pothesis 1 mole of ketone — 0.25 mole of fatty acid. Hence 
the correction is glucose (moles) from glj'ccrol = | X 1 X 3 X the 
increase (moles) of ketone bodies. The balance of the new car- 
bohj'drate after the application of these corrections would repre- 
sent the carbohydrate derived from other precursors, presumably 
fatty acids. 

The e-xperimental data arc shown in Table III. Attention is 
called to the following points. (1) The values of increased urea -f 
NHs are close to the mean value used. (2) Lactic acid increased 
except when it was used as a substrate, in which case it alwaj's 
decreased. (3) There is no doubt of the ability of the slice to 
sjmthesize new carbohydrate from a known glycogenic precursor. 
With d-lactate there was an active formation of carbohydrate up 
to 54 micromoles per gm. per 2 hours. (4) In five out of ten 
experiments the amount of unaccounted for new carbohydrate 
ranges from —5.4 to 3.6 and the mean is —0.36 micromole 
per gm. per 2 hours. (5) The mean of five values of new car- 
bohydrate fully corrected is 4.6 db 4.3 micromoles per gm. per 
2 hours. This is not significantly different from 0. The mean of 
ail values is 5.6 ± 2.5 micromoles per gm. per 2 hours or 1.0 ± 0.5 
mg. per gm. per 2 houre. This amount is hardly significantly 
different from 0. Whether this small amount can be attributed 
to fatty acid conversion is doubtful. Other possible precursors, 
such as preexisting glycerol or glj'cerophosphate, neither of which 
was determined, must be considered Moreover, the amount 
found would correspond approxfimately to 0-4 gm. of glucose per 
kilo of body weight per day, which is to be compared with the 
range of glucose excretion of 3 to 5 gm. per kilo per daj^ in de- 



Table III 

Synthesis of Fermentable Carbohydrate by Liver Slices from Jhahelic Cats 
Equilibration for 2.0 hours at SS”; average sample 200 to 250 mg.; buffer 3.0 cc. of phosphate-saline or bicarbonate- 
saline at pH 7.2. Supplements as indicated. 

The re.sult 3 are expressed in micromoles or microeqnivalents per gm. per 2 hours. 
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pancreatized cats. These preparations contained large amounts 
of fatty acids (300 to 600 microequivalents per gm.). Therefore 
they should have abundantly produced new carbohydrates from 
them. From their failure to do so in half the cases and the small 
probably insignificant value of the mean in all the cases we con- 
clude that the conversion of fatty acids to carbohj'drate does not 
occur in the diabetic liver. 


SUMMARY 

1. The obser\’ation of Weil-Malherbe that kidney slices equili- 
brated in vitro convert acetoacetic acid to carbohydrate is not 
confirmed. 

2. Direct measurements of the new formation in vitro of total 
fermentable carbohydrate by liver slices from diabetic cats show 
that the slice retains the abilit5'’ to form new carbohydrate, par- 
ticularly from added d-lactate. When the increase is corrected 
for possible carbohydrate formation from glycogenic amino acids, 
from the glycerol arising from the fat catabolized, and from 
changes in lactic acid, there is no significant amount of carbo- 
hydrate unaccounted for. This e^^dence is against the hj^pothesis 
that fatty acids are converted into carbohydrates by the diabetic 
liver. 
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George S. Cox Institute, University of Pennsylvania, Philadelphia) 

(Received for publication, August 17, 1940) 

An important problem in fat metabolism is the determination 
of the chemical mechanism by which the energy of fat becomes 
available for muscular work. There are two conceivable mecha- 
nisms: (1) direct oxidation, in which the oxidation of fatty acids is 
initiated and completed in the muscles, and (2) indirect oxidation, 
in which there is a preliminary partial oxidation by the liver of 
fatty acids; diffusible substrates are formed which are completely 
oxidized in the muscles. The possibility that both processes are 
operative at the same time must also be considered. 

Differences of opinion arose particularly over the second hypothe- 
sis and became formulated into three alternative hypotheses: (c) 
Successive jS oxidation. Fats are partially oxidized in the liver to 
kdtone bodies plus a 2-carbon compound (acetic acid). Succes- 
sive ^ oxidation may imder some conditions proceed from both 
ends of the fatty acid chain (w oxidation). In this case one of the 
end-products of the oxidation is a dicarboxylic acid. (&) Multiple 
alternate oxidation. Fats are partially oxidized in the liver to 
ketone bodies only, (c) Fat to carbohydrate. Fats are partially 
oxidized by the liver to carbohydrates as well as ketones. These 
theories have recently been discussed in detail by Stadie (1940). 

The hypothesis of p oxidation of fatty acids was ori^nally 
foimded upon the work of Knoop (1904) and Dakin (1909), who 

* Aided by grants from the Rockefeller Foundation and the American 
Philosophical Society. 
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studied the excretoiy products after feeding phenyl-substituted 
fatty acids, and Embden and Marx (1907) who studied the metab- 
olism of fatty acids when perfused through isolated livers. Dakin 
concluded that this was a general biochemical reaction for the 
oxidation of fatty acids and proposed the hypothesis of successive 
jS oxidation which until recently was universally accepted. 
According to this the catabolism of a fatty acid group, CHa-- 
(CH 2 )r.'COOH, is effected in the liver by the successive removal 
of two carbon groups at a time, with the formation of an oxidized 
2-carbon compound and an intermediate fatty acid with 2 carbon 
atoms less than its immediate precursor. In the normal animal, 
this process continues until the fatty acid is completely degraded. 
In the diabetic, however, the oxidation stops at the 4-carbon 
stage, leaving a residue of 1 molecule of /S-hydroxybutyxic or aceto- 
acetic acid per molecule of original fatty acid. The 2-carbon com- 
pound was usually asserted to be acetic acid. Hence the reaction 
for the oxidation of a typical fatty acid (palmitic) was written. 

Liver of normal animal, CieHjiOs + 70s = 8CH»*COOH (1) 
Liver of diabetic animal, CuHssOs + Q.bOt = C 4 HsOs 4- 6CHs-COOH (2) 

The idea that, by partial oxidation of fatty acids in the liver, 
acetic acid is formed which subsequently is oxidized in the muscles 
became firmly fixed in the literature and persists until today. 
For example, Embden and Michaud (1907) stated that although 
its formation in the liver from fatty acids has not yet been shown 
unproved methods will make the demonstration successful. Peters 
and Van Slyke ((1931) p. 231) write the reaction for the oxidation 
of stearic acid with the formation of acetic acid. Toenniessen 
and Brinkmann (1938) state that without doubt large amounts 
of acetic acid are formed by the catabolism of fatty acids, as would 
be expected from linoop’s /3 oxidation hypothesis. They, how- 
ever, were unable to demonstrate its formation in the perfused 
livers of rabbits. Oppenheimer and Stem ((1939) p. 256) dis- 
cussing fatty acid oxidation state that “the most important re- 
action is Ivnoop’s /3 oxidation whereby an acetic acid residue is 
split off from the fatty acid molecule.” Mitchell ((1933) p. 484) 
discussed the “probable metabolites of the higher fatty acids, such 
as butyric and acetic acids,” etc. 

In an examination of the literature, however, we have been 
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unable to find any conclusii^e evidence that acetic acid is so formed 
in the livers of either norma! or diabetic animals. In fact, aside 
from the negative inferences of Dakin, Embden, and Toenniessen 
and Brinkmann, quoted above, only one paper dealing jvith the 
subject has been found. Cook and Harrison (193G) reported 
large amounts of acetic acid in beef livers, but the use of an o.vi- 
dizing agent in the course of their analyses makes them open 
to question. 

In addition to the demonstration of acetic acid formation, fur- 
ther evidence bearing upon the nature of the oxidation of fatty 
acids in diabetic livers could also be obtained by deteimining the 
ratio of the increase of ketone bodies to the decrease of fattj' 
acids during a period of active metabolism. A search of the 
literature fails to reveal such data. 

We have previously discussed evidence (Stadie, Zapp, and 
Lukens, 1940) indicating that the Ini^othesis of successive /3 
oxidation should be replaced by the hypothesis of multiple alter- 
nate oxidation. According to this the entire fatty acid chain is 
simultaneously oxidized in the liver along it.s whole length at 
alternate carbon atoms and is completely converted to ketone 
bodies. The reaction in the case of palmitic acid would be 

CieHijOj 4" oOj “ tC^HaOj (3) 

In brief the evidence is the following. (1) In livers of patients 
dying in diabetic acidosis, there is no proof of the presence of 
lower intermediarj' fatty acids, particularly butyric acid (Hurtle}', 
1916). (2) Ketone body formation by liver slices equilibrated 
in vitro with higher fatty acids was greater than that expected if 
1 molecule of fatty acid jielded only 1 molecule of ketone (Jowett 
and Quastel, 1935). (3) The feeding of esters of higher fatty 
acids resulted in a greater e.xcretion of ketone bodies than could 
be accounted for except on the basis of multiple alternate oxida- 
tion (Deuel, Hallman, Butts, and Murray, 1936). (4) The ratio 
of oxygen uptake to ketone formation in perfused liver from 
diabetic cats could only be accounted for if no o.xidized product 
of fatty acid were formed other than ketone bodies (BlLxenkrone- 
Mpller, 1938). (5) The respiratory^ metabolism of liver slices 
from diabetic cats gave essentially an exact balance on the basis 
of this hypothesis (Stadie, Zapp, and Lukens, 1940). 
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Two types of supportive evidence, outlined above, remained to 
be determined, mz. : (1) Possible formation of acetic acid in liver. 
The diabetic animal is subsisting mainly upon fat. Therefore its 
liver should be actively forming acetic acid. The lack of such 
formation would be strong evidence against the hypothesis of 
successive /3 oxidation. (2) The molecular ratio in liver of 
increase of ketone bodies to the decrease of fatty acids. In the 
liver of the diabetic animal which is actively producing ketone 
bodies this ratio should be (cf. Equations 2 and 3) 1:1 for the 
hypothesis of successive /3 oxidation and 4:1 for multiple alter- 
nate oxidation. The experimental value of this ratio would be 
significant in the problem of the mechanism of fatty acid oxidation 
in the liver. 

In this paper we present evidence bearing upon these two 
points. Liver slices from depancreatized (48 hours) cats or 
phlorhizinized normal rats or cats were equilibrated in vitro for 
periods of 2 hours and the initial and final concentrations of 
metabolites were compared. 

EXPERIMENTAL 

Depancreatized Cats — The cats were depancreatized under 
nembutal anesthesia, and were used 48 hours after the operation. 
Completeness of the pancreatectomy was checked by autopsy 
and by the degree of glycosuria. In two cases (Cats 139A and 
139B) normal cats which gained weight on a standard diet were 
fed raw thyroid gland in addition to this diet for about 2 weeks 
prior to pancreatectomy. Under this regimen they lost weight 
and appeared to be hyperirritable. One of these cats (No. 139A) 
also received 4 mg. per kilo of dinitro-o-cresol subcutaneously 1 
hour before being killed. 

Phlorlnzinized Rats — Normal male rats weighing about 250 gm. 
were injected with 60 mg. of phlorhizin in olive oil subcutaneously 
48 and 24 hours before the experiment. During this time they 
ivere fasted and kept in metabolism cages. Marked ketonuria 
and glycosuria ivere observed. 

Phlorhizinized Cats The cats were fasted for 48 hours and then 
injected with 1 gm. of phlorhizin in olive oil subcutaneouslj'’ on 2 
successive days, during which time fasting was continued. They 
vere used 24 hours after the last phlorhizin injection. 
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Preparation of Liver — The animals were anesthetized mth 
nembutal and the livers were quickly removed and dropped into 
cold saline. Liver slices of 0.40 db 0.05 mm. were prepared with a 
double razor blade cutter. Averaging 250 mg., they were placed 
in Warburg vessels in 3.0 cc. of medium and 100 per cent oxj-gen. 
The oxj'gen consumption and carbon dio.vide production were 
measured for a 2.0 hour period at 38° by the customarj' Warburg 
technique, and are expressed as micromoles per gm. of wet tissue. 
The time elapsing between removal of the liver and commence- 
ment of the equilibration at 38° averaged 20 minutes. 

Buffered Medium— Two phosphate-saline media were used. 
One buffer contained NaiHP 04 0.050 m, NaCl 0.130 si, KCI 
0.007 SI, MgCl; 0.005 si, and HCl to pH 7.2 plus substrate addi- 
tions where indicated. The other buffer contained Na 2 HP 04 
0.030 SI, NaCl 0.090 si, KCI 0.005 si, MgCl; 0.005 si, and HCl 
to pH 7.2 plus substrate additions where indicated. As there were 
no essential differences in the metabolism of liver slices in these 
two buffers, thej' are not distinguished in Tables I and II. 

Determination of Acetic Acid (Steam-Volatile Acid) — The con- 
tents of the Warburg vessels were transferred to centrifuge tubes, 
the liver macerated, and the protein precipitated with tungstic 
acid. Acetic acid was determined on these tungstic acid filtrates 
bj’' steam distillation from a small glass-stoppered distilling 
flask. The sample (4.0 cc.) was acidified with 0.5 cc. of 15 m 
H jPOi and steam admitted to the distilling flask. A 660 watt 
heating coil controlled bj' a rheostat was placed imder the flask 
and the heat adjusted so as to maintain constant volume during 
the distillation. 25 cc. of distillate were collected, and the entire 
distillate, or an aliquot, was titrated with 0.01 n NaOH from a 
Rehberg burette with phenolphthalein as indicator. COj-free air 
was bubbled through the distillate for 3 minutes before and during 
the titration to minimize the CO 2 error. All glassware used in 
the distillation was thoroughly steamed before use. 

By this method all steam-volatile acids (including the saturated 
aliphatic acids up to 8 carbon atoms) can be determined. Pj'- 
ruvic, lactic, acetoacetic, and 15-hydroxj^butyric acids do not 
interfere in the concentrations usually encountered. The re- 
covery of steam-volatile acids from tissue would necessitate fur- 
ther procedures to identify the acid or acids in the distillate. This 
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problem, however, did not arise in the present experiments, as 

p,gentiallv no steam-volatile acid was found. 

^On the^average 88 per cent of acetic acid added to In ci slice 

extract could be recovered by the method 
acetic acid distilled was 5 to 20 micromoles (0.30 m 1.20 mg.). 
As little as 1 micromole (0.06 mg.) of acetic acid in 2d ce. of dis- 
tillate could be detected, although the increase in titration o\ci 
the water blank was too small to give reliable quantitative ic- 

covery. 

Dekminalion of Jfe/mies— Acetoacetic acid and ^-hydroxy- 
butyric acid were determined by the slightly modified Sliiplcy and 
Long (1938) method described in a previous paper (Stadic, Zapp, 
and Lukens, 1940). The sum is expressed as micromolc.s of wet 
tissue per gm. 

Determination of Fatly Acids— The method used was an adapt n- 
tion of the method described by Stoddard and Drury (1929) 
for total fatty acids in blood. After the respiration period the 
contents of the Warburg flask ivere transferred to a 100 cc. 
flask and the liver finely macerated. The resulting suspenstou 
was neutralized and extracted three times for 15 minutes each 
with 20, 20, and 10 cc. of boiling alcohol-ether (3:1) mixluro under 
reflux condensers. Tlie alcohol-ether extracts were then .saiioni- 
fied, and the fatty acids isolated and titrated essentially as de- 
scribed by Stoddard and Drary. All fattj'^ acid.s of 6 or more 
carbon atoms are determined by this method. 

The method was quite reproducible for the recovery of known 
amounts of fat, as is indicated by the following results of deter- 
minations on 30 mg. samples of bayberry wax: 109.2, 109.5, 
110.8, 117.6, 107.6, 108.0, 113.4; mean 110.9 db 1.4 microequiva- 
lents of fatty acid recovered. 

Method of Sampling-la view of the known variation in the 
amount of fat m different sections of the same liver, duplication of 
the amount of fat m different liver slices from the same animal 

r M divided in two, 

one part being used for equilibration in Warburg vessels, while 

nlun7onanr'‘-r of the initial 

nmount of fatty acid m the shoe. Thns each Warburg vessel 
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Posable Formation of Acetic Acid in Liver 

The data of this experiment arc sliown in Table I. The fol- 
lowing points arc emphasized. (1) There was a considerable 
ketone body formation. (2) There was essentially no acetic acid 
formation. By the method of steam distillation fatty acids up to 

T.'^ble I 

• Oxygen Uptake, Respiratory Quotient, Ketone Body Formation, and Acetic 
Acid Formation of Liver Slices from Bcpancreatizcd {48 Hours) Cals 


I = 3S°; average sample 200 to 250 mg.; 3.0 cc. of phosphate-saline buffer 
{pH 7.2); equilibrated 2.0 hours, Supplcmenfa as indicated. 

The results arc expressed in micromoles per gm. per 2 hours. 


Cot Ko. 

Oiuptolce 

n.Q. 

Total kotono 
body forma- 
tioa 

Acetic Add formation 

C&Icubtcd* 

ObserTcd 

106.\ 

146 

0.30 

32 




136 

0.35 



1.1 


141 

0.42 

25 




146 

0.33 



0.6 


159t 

0.47 

23 




lost 

0.52 



O.o 


ICSf 

0.45 

23 




154t 

0.56 



1.0 

Mean 

25 

150 

0.8 

106B 

186 

0.23 

66 


0.0 


183 

0.21 

84 




184 

0.23 

61 


0.0 


179 

0.24 

80 




206t 

0.26 

91 


0.0 


161t 

0.29 

67 




202t 

0.30 

71 


0.0 


173f 

0.38 

71 



Mean 

74 

444 

0.0 

IIOAJ 

338 

0.28 

170 




334 

0.29 

59 § 




354 

0.29 

180 




350 

0.28 

605 




326 

0.42 



0.0 


351 

0.38 



0.0 

Mean 

175 

1050 

0.0 
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Table 1— Concluded 


Cats receiving insulin subcutaneously 1-2 hra. before preparation of liver elicca 


Cal No. 


107A 


Oj uptake 


145 

147 

143 

152 

I75t 

173t 

165t 

206t 


B.Q. 


0.35 

0.33 

0.29 

0.29 

0.47 

0.46 

0.45 

0.41 


Mean. 


107B 


1070 


130 

126 

133 

124 

175 

173 

159 

188 


0.62 

0.64 

0.66 

0.67 

0.34 

0.37 

0.34 

0.35 


Mean. 


Total ketone 
body forma- 
tion 


30 

32 

34 

28 

20 

16 

20 


26 


2 

2 


31 

35 


33 


Acetic acid formation 


Calculated* 


Observed 


1.9 


154 


2.5 

1.3 


1.9 


198 


0.0 

0.0 

0.0 

0.0 


0.0 


• See Equation 2 in the text. 

t With 0.010 M fructose. 

I Equilibrated for 4 hours 

5 on,, Setor^nod. No. included in .ho .cun, 

eluded. ( 3 ) The rp<tnira+ foimit; to octanoic can be e.> 

If the hypothesis snZsshtT^ •7'? 
should have been large amounts of^ is correct, ther 

lately 6 times the ketone formationr^^L i^Wrox^ 

his evidence is strongly corrohnraf- whatevei 

that the chief mechanism of fattv ard/ Previous conclusioi 
that of multiple alternate oxidatL ^ i 

- oration, if it occurs at ^ ° 

Tte possibiUty that acstic’ acid Sed 

ea and was completeli 
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oxidized in the liver is ruled out by the value of the respirator^" 
quotient which in that case should have been 0.65 (CieHjiOj + 
IS.SOj = aHsO, + 12COj + 12H.O). 

Molecular Ratio in Liver of Increase of Ketone Bodies to Decrease 

of Fatty Acids 

Certain difficulties in this experiment should be pointed out. 
(1) The ideal preparation of liver slices would be one in which 
the ketone formation is high and the total fatt}" acids low. It was 
difficult to obtain livers from depancreatized cats in which this 
was so. Wien the ketone formation was large, the initial and 
final total fattj' acids were so great that the measurement of the 
small difference was subject to such large errors that these axperi- 
ments had to be discarded. Attempts to increase the subsequent 
ketone formation of the slices by daily feeding of thjToid gland 
for 2 weeks before the pancreatectomy were unsuccessful. Injec- 
tion of dinitro-o-cresol 1 hour before the experiment to increase 
the total metabolism also failed to increase the rate of ketone 
bodj' formation in vitro. (2) Phlorhizinized normal rats had low 
total liver fats, but the ketone formation was not particularly high, 
contra^’ to our hopes. (3) The knonm uneven distribution of 
total fats throughout the liver would be e.xpected to contribute to 
the discordance of the small differences. However, by our method 
of sampling (see above) we sought to overcome this difficulty. 
(4) The method for the determination of fatty acid is good for 
about ±1 per cent. In looking for small differences (10 to 20 
microequivalents per gm. of liver) between initial and final fatty 
acids, the total fattj" acids would have to be <100 to 300 micro- 
equivalents per gm. of liver in order to keep the error of the 
differences at ±10 to 30 per cent. 

We were successful in obtaining a series of e.xperiments which 
from a technical point of view we considered reliable. The data 
in Table II show the following. (1) In all cases but one ketone 
body formation was accompanied by a decrease of total fatty 
acids. (2) In each experiment the replicate decreases of fat|.y 
acids are as concordant (±30 per cent) as could be expected from 
the nature of the experiment. (3) In all cases the ratio of ketone 
body increase to fatty acid decrease is > 1 and the mean value is 
3.3 ± 0.7. 
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Table II 

Increase in Ketone Bodies and Decrease in Fatly Acids in Liver Slices from 
Dcyancreaiized Cats and Phlorhizinizcd Cats and Rats 
I ~ dS°; average sample 200 mg.; equilibrated 2.0 hours in phosphntc- 
saVme buffer at pH 7.2. No aupplemcnta. 


.Animal No. 

©! up- 
take, per 
gm. per 

2 hra. 

R.<3. 

Increase of 
ketones, per 
gm. per 2 hre. 

Initial 
fatty 
acids, per 
gm. 

Change per gm. 
per 2 hrs. 

Mean ratio, 
increased 
ketone to 
decreased 
fatty ncida 

Diabetic cats 

Cat 121 

micro- 

moles 

175 

182 

168 

163 

179 

171 

0.55 

0.55 

0.53 

0.52 

0.56 

0.52 

micromoles 

30 

21 


micTotauira- 

hnls 

-9 

-25 

-13 

-30 


Mean 

26 ± 5.6 


-19 d= 6,0 

1.4 db 0.4 

Cat 122B 

166 

179 

166 

164 

0.25 

0.29 

0.33 

0.35 

69 

290 

284 

253 

-20 

-12 

+1 


I\Ican . . 

69 


— 11 d: 6.5 

6.3 ± 3.7 

Cat 139A 

164 

168 

172 

169 

166 

0.29 

0.28 

0.29 

0.27 

0.28 

54 

50 

145 

124 

139 

-35 

-19 

-26 


^lean . 

52 ± 3 


-26 ± 4.7 

2.0 ± 0.4 

Cat 139B 

182 

178 

184 

187 

0.32 

0.31 

0.27 

0.32 

70 

58 

346 

363 

-22 

-41 


Mean 

64 ± 6 


-32 i 10 

2.0 rfc 0.6 
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Table II — Concluded 


Anlrajil Ko. 

Oj up- 
take, pet 
im. per 

2 hn. 

B.Q. 

Incrmae of 
VetonM. per 

1 Rtn. per 2 nn. 

Initial 
fatty 
lurtds, p€r 

KTO. 

ChaoRB per gm. 
per 2 hni. 

i 

Mean ratio, 
increased 
ketone to 
i decreased 
: fatty adds 

Normal fasted phlorhizinizcd rats 


\ nicto- 
ru>Us 


1 

nieromof/J 

rtiero- 

ntmwjontc- 

lents 


144B 

159 

0.49 

43 

1 




155 

0.33 




! 


157 

0.44 


149 

-21 



156 

0.33 ' 

1 

142 

-13 


Mean 

41 db 2 

1 


2.3 d: 0.6 


j 

144D 

120 

0.40 

46 


1 

i 



120 

0.40 


160 

-17 j 



120 

0.16 


167 

-23 1 


Mean 

46 


-20 ± 3 

2.3 dc 0.4 




Normal fasted phlorhizinkcd cats 


151A 

152 

161 

165 

161 

1 154 

1 149 

1 136 
141 

0.33 
0.34 
0.34 
, 0.33 
0.33 

1 0.33 

1 0.37 
0.38 ! 

1 

50 

50 

46 

43 

135 

143 

i 139 

142 

-7 

-13 

-12 

-4 

1 

1 

J^Iean ! 

47 cb 2 


-9 dk 2.5' 

5.2 i 1.5 

151B 

124 

0.29 : 


260 

-10 j 



130 

0.34 

41 

1 

! 



133 

0.41 


275 

-10 



137 

0.34 

48 i 





125 

0.34 


254 

-8 



132 

0.34 

39 




Mean 

43 zfc S 


-9 ± 1 

4.8 zk 0.6 

Mean of all 

3.3 ± 0.7 
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Our conclusion from the value of this ratio is that approxunately 
4 molecules of ketone body are formed by the partial oxidation of 
1 fatty acid molecule in the liver. This is in accordance with 
the multiple alternate oxidation hypothesis and contrary to the 
successive /3 oxidation hypothesis. However, the mean value of 
3.3 ± 0.7, while not significantly different from 4, the approxi- 
mate value expected by the former hypothesis, might conceivably 
indicate that some oxidative reaction other than ketone bod}’’ 
formation is occurring in the fatty acid catabolism of the liver. 
An oxidative process resulting in the formation of products other 
than ketone bodies, carbon dioxide, formic to octanoic acids, or 
carbohydrates would have to be supposed. Intermediary fatt}’ 
acids with C > 6 must also be excluded. The fraction of total 
fatty acids .so oxidized would be (4 — 3.3 db0.7)/4 = 0.2 ±0.04. 
In other words, about 20 per cent of the total fatty acid 
decrease v’ould have been brought about by such a process. It 
is difficult to conceive what this hypothetical product could be in 
view of the evidence already discussed which supports the multiple 
alternate oxidation hypothesis, particularly that on the respira- 
tory balance of liver slices from diabetic cats. We are more 
inclined to attribute the discrepancy between the obsein’'ed and 
the expected ratios to the totality of experimental errors inherent 
in the experiment. 


SUMMARY 


1. In liver slices from depancreatized cats, which when equi- 
librated in vitro produced abundant ketone bodies by partial oxi- 
dation of fatty acids, there was found no formation of acetic or 
other steam-volatile acids. This is corroborative evidence for 
the hypothesis of multiple alternate oxidation and against the 
hypothesis of successive 0 oxidation. 


2. In similar slices from depancreatized cats and phlorhizinized 
ats and cats the ratio of ketone body increase to fatty acid de- 

roTe'etTf r significance of this with 

respect to fatty acid cataboli.sm of the liver is discussed. 
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CARBON SDBOXmE AND PROTEINS 
I. THE NATDRE OF THE REACTION* 

Bt william F. ROSS akp HALVOR N. CHRISTENSEN 
(From the Chemical LahoralOTy of Radcliffe College, Cambridge) 

(Received for publication, August 16, 1940) 

With the advance of knowledge regarding the reactions of pro- 
teins, the significance of the number and distribution of polar 
groups nithin the molecule has become ever more appreciated. 
Since most of the polar groups are contributed bj' the side chains 
of dibasic and dicarboxj'lic amino acids, and of t3TOsine, these 
groups would extend from a chain or stand up from the surface 
created bj' any orderl}'^ arrangement of chains, thus contributing a 
definite pattern to the protein. This pattern would to a great 
extent characterize the chemical and phj'siological beha\dor of the 
molecule. Of particular interest in this respect are the proteins 
having physiological action, such as enzymes and antibodies. 
The specificity of the former group is certamlj' dependent upon 
such a pattern, and a substrate must have a suitable pattern itself 
before union and subsequent action can take place. This is well 
illustrated by the recent work of Bergmaim on the specificity re- 
quirements of substrates for the proteolytic enzjmes. 

Polar groups within proteins have been covered by suitable re- 
agents, and the activity of the derived proteins studied. Thus 
Herriott and Northrop (1) have illustrated the importance of the 
phenolic hydroxyl of tyrosine for pepsin activity by acetylating 
this group with ketene. The same reagent has been applied to 
insulin by Stem and White (2). Hopkins and Wormall (3) after 
employing phenyl isocyanate have observed marked alteration of 
the specificity of serum globulin as an antigen. The reaction with 
insulin was also studied (4). These reagents have been more 
successful than others, as they are effective at low temperatures 

* This work was made possible by a grant from the Rockefeller Foun- 
dation. 
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Carbon Suboxide and Proteins. I 

and at neutral or nearly neutral reactions, thus having a minimum 
denaturant effect on the proteins employed. They have in com- 
mon the fact that they cover polar groups, removing charges from 
the protein pattern. 

It has been the purpose of this research to develop reagents 
capable of replacing the positive charge of a basic group by the 
negative charge of a carboxyl group, and vice versa. With such 
reagents it should be possible to reverse the charge of certain polar 
groups on the protein surface. Carbon suboxide, CjOi, has been 
found to be a useful reagent for performing transformations of this 
type. 

Carbon suboxide is considered to have the structure 0=C= 
C=C=0, thus containing two active groups similar to that of 
ketene, H2C=C=0. Its chemistry has been recently reviewed 
by Ryerson and Kobe (5), Its reactions with water to form 
malonic acid and with organic amines to give diamides of malonic 
acid are characteristic. Pauw (6) allow'ed C3O2 to react with 
amino acid esters in ether solution, and was able to isolate the 
malonyldiamides of the esters. Reactions of C 3 O 2 rvith amino 
acids or amines in aqueous solutions had not, however, been 
investigated. 

The reaction of C3O2 with a slightly alkaline aqueous solution 
of glycine was first studied to determine whether it would react 
by preference with water to form malonic acid or with the amino 
of slyoine to give either malonylmonoglycine or malonyl- 
diglycine. Isolation of as much as 75 per cent of the amino acid 
as malonyldiglycine (compound (III) in the accompanying 
scheme) has shorvn that C3O2 reacts much more rapidly with the 
basic amino group than with water. This conclusion is supported 

y le act that we have not yet isolated from the reaction mixture 
malonylmonoglycine (II) which would be formed from the reaction 

0 =C=C=C =0 + HsNCHiCOOH -> 

HOOCCH2CONHCH2COOH (II) 

(I) 

0 =G=CHCONHCHiCOOH ^ CONHCH2COOH 

(III) 

CONHCH.COOH 
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of the liypothetical intermediate (!) wth a molecule of ■water. 
There is, of course, some malonic acid formed. The course of the 
reaction -with glj'cinc may be tentatively described in the accom- 
pan5'ing scheme. 

The behavior of CjOs with solutions of glycine in more acid 
solutions is presented in Table I. These figures illustrate that 
amide formation occurs as low as pH 3 , thus making the reagent 
available for use v.dth proteins at any desired pH. 

In addition to the reaction of C3O; in water vith the «-amino 
group of amino acids, it has been found ( 7 ) that it forms diamides 
of the earaino group of lysine and esters of the phenolic h3'drox5'l 
group of tjwosine. 

Table I 

Reaction of CtOt vnth Aqueous Solutions of Glycine at Varying pH 

1 ml. portions of a 0.4 M CiOt-toIucne solution were added to 10.9 ml. 
solutions containing 0.5 m>f of glycine in 0.5 M buffers of appropriate pH. 
The original amino nitrogen concentration was 0.74 mg. per ml. The final 
amino nitrogen values have been corrected for the nitrogen evolved from 
the total malonic acid equivalent to the CjOs taken. The “glycine 
coupled” is'cqual to the per cent of the original amino nitrogen which was 
lost during the reaction. 



pH 3 

pH 5 

pH 7 

pH S 

pH 9 

Final NHrN, mg. per ml... 

Glycine coupled, % 

0.51 ' 
31 

0.50 

33 

1 

0.49 

34 

0.39 1 
47 ■ 

o.n 
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With proteins in aqueous solutions we should therefore antici- 
pate the reaction of C3O2 with the terminal a-amino groups of 
poljqseptide chains, vdth the e-amino groups of Ij^ine residues, and 
also ■with the phenolic hj'droxyls of tju-osine. We should also 
expect that the intermediate corresponding to (I), and containing 
the half reacted C3O2 molecule, should react with water to form 
the malonylmonoamide similar to (II). The relative scarcity of 
amino groups, their fixed positions -within the great molecule, and 
the low mobility of the protein molecule itself lead to this belief. 
The reaction -within the protein could then be represented as 




i 

NH.COCH.COO- 
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The conversion of a positive to a negative polar group in the same 
position, except for the insertion of the 3-C chain, would thus 
be accomplished. 

EXPERIMENTAL 

Preparation of Carbon Suboxidc— The procedure of Hurd and 
Pilgrim ( 8 ) was followed. Liquid diacetyltartaric anhydride was 
slowly introduced into a horizontal tube at 650 j the products of 
pyrolysis were separated by first condensing the acetic acid at 15 , 
and then the C 3 O 2 in a trap at dry ice temperatures. The liquid 
C3O2 was allowed to stand at 0° for an hour before use to effect 
the removal of dissolved CO 2 . 

Malonyldiglycine — A solution of 1.5 gm. of glycine in 30 ml. of 
water was brought to pH 8.5 by the addition of 1 N KOH and 
cooled to 0 °; then carbon suboxide was distilled in by gentlj’’ warm- 
ing an excess of the liquid reagent. During the period of addition, 
45 to 60 minutes, the reaction mixture was kept at 0° and the pH 
maintained constant by the addition of 1 n KOH. After comple- 
tion of the reaction the solution was acidified with dilute HCl and 
concentrated in a vacuum. Crystallization, which had already 
begun at this point, was completed by allowing the solution to 
stand at 5° overnight. The product, 1.5 gm., consisted of clusters 
of monoclinic prisms, which were recrystallized from methyl alco- 
hol and water or water alone. It melted at 236° with decomposi- 
tion, having turned yellow 10 ° below this point. 

Anali/sis— C tHioNsOj. Theory. C 38.5, H 4.6, N 12.8 
Found.’ " 38.6, " 4.7, " 12.8 

Malonic acid was found in the residue after further concentration. 

Malonyldiglycine from Diethyl Ester — Malonyldiglycine ethyl 
ester was prepared by the reaction of carbon suboxide with glycine 
ethyl ester in ether solution ( 6 ). The melting point was 107°, 
in agreement with Pauw. This was hydrolyzed by solution in 
water, addition of HCl to constant boiling, and concentration in 
a vacuum at 60-70°. The product formed monoclinic crystals, 
and after recrystallization from water melted at 235-236°, behav- 

sofutiTn product prepared from glycine in aqueous 

’ The carbon and hydrogen analysis was made by Miss L. S. Green. 
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Addilion of CA to Protein— ¥ot the addition of CjOj the protein 
solution was placed in a slender cylindrical vessel surrounded with 
ice. The gas was introduced through a small sintered glass filter 
in the bottom of this vessel by gently wanning several ml. of the 
liquid reagent. During the reaction the solution was stirred 
rapidly, and 0.3 n NaOH added from a burette at a point near the 
vanes of the stirrer. Alkali addition and C3O2 distillation were 
carefully regulated so that the pH remained at the desired value, 
a glass electrode being mounted in the vessel for tliis purpose. 

Owing to the extended dilution of the reaction liquid by added 
base, a concentrated protein solution was desirable at the begin- 
ning of e.xperiments. The time required for the addition of CjOj 
varied from 2 to 6 hours, dependent, of course, upon the quantities 
used. Slow addition appeared to give less denaturation. 

Analysis— li was at first hoped that amino nitrogen content 
could be used as a measure of the extent of reaction of C3O2 with 
free amino groups. A few experiments led to the obsciwation that 
malonic acid yielded large amounts of gas in the Van Slyke amino 
nitrogen determination, as if the malonic acid contained about 
5 per cent of amino nitrogen. If enough potassium iodide were 
added with the acetic acid to maintain the color of iodine through- 
out the period of shaking, the formation of nitrogen by the malonic 
acid w'as prevented. With proteins, however, a yellow color in 
the presence of nitrous acid was not always evidence of free 
iodine. In addition it was found that the amino nitrogen values 
obtained with egg albumin preparations containing malonyl groups 
were considerably lower when iodine was used in the analysis, 
whereas untreated egg albumin gave practically the same ammo 
nitrogen whether or not iodine was used. This result indicated 
that both free and combined malonic acid interfered with the 
amino nitrogen determination. 

The following procedure was found satisfactory for separating 
the treated protein from uncombined malonic acid. After the 
reaction solution had stood about half an hour to insure complete 
decomposition of CiOj, the pH was adjusted to 4.6 and the pre- 
cipitation completed by the addition of 1 to 2 volumes of con- 
centrated salt solution. The precipitate was filtered off by suc- 
tion, w'ashed once with 20 per cent salt solution, and redissolved 
in water. After a second precipitation, the protein was redis- 
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solved ia water and dialyzed for 3 days against distilled water. 
The complete removal of malonic acid is established by the data 


Experunent No. 

r 1 

j 

"SmX ppt. 

Second ppt. 

1 

0.88 

0,006 ' 

0.001 

2 

0.46 

0.004 1 

1 0.001 


Van Slyke amino nitrogen determinations on treated proteins 
thus purified were found to be satisfactory as long as excess iodine 

Table II 

Crystalline Egg Albumin and Carbon Suboxide 
The albumin bad been twice recrystallized. The original ratio of amino 
to total nitrogen = 0.044. 


Experiment No. 

1 

2a 

2b 

So 

3 

4a 

4b 

pH 

8.0 

6.9 

6.9 

6.9 

7.0 

6.2 

6.2 

CtOi per gm. atom N, mole . 

0.6* 



0.48* 



0.18 

Combined malonyl per gm. 



0.043 

0,029 




atom N, mole 

0.031 



0.033 

0.022 

0,007 

0.023 




0,041 

0.031 




Ratio, final amino to total 








N 

■ 



O.UId 

0.010 

0.029 

0.035 

0.025 

Sum of 2 figures above 


Hi 


0.044 

0.051 

0.042 

0-048 


' From base required to keep pH constant; too high on account of some 
CO2 in C3O2. 

was present, and shaking was continued for 15 minutes. It is, 
however, difficult to determine very small quantities of amino 
nitrogen in proteins. 

In view of this fact, a method was developed for the direct deter- 
mination of combined malonie acid. This is described in the 
following communication (9). This determination, in addition to 
giving more reliable values than can be obtained from estimating 

t e disappearance of amino nitrogen, measures non-amide malonyl 
groups. 

The raperimenw dots for the mas made with egg albumin, 
oree serum albumin, and chymotrypsin arc presented in Tables U 
to IV, respectively. 
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Elcdromclric Titration— The titration assembly consisted of an 
enclosed rotating cup of 25 ml. capacity in which were immersed 
the non-rotating glass electrode assembly and tip of a micro- 

Table III 

Scrum Albumin and Carbon Suboxidc 


Carbohydrate-free crystalline horse scnim albumin of .McMeekin (10). 
The original ratio of amino to total nitrogen = 0.0S13. pH = 7.5, all ex- 
periments. 


Experiment No 

la 

lb 

Ic 

Id 

1 

! " 

CjOj per gm. atom N, mole 




l.OS* 

0.341 

Combined malonyl per gm. atom N, 
mole . 

1 

HH 

0.047 

0.059 

i 

1 0.066 

H 

Ratio, final amino to total N 




0.028 

0.047 

0,052 

Sum of 2 figures above 



0.100 

0.094 

0.095 


* Estimated by measuring the difference in nitrogen released in the Van 
Slyke determination in the presence and absence of excess iodine, 
t Analysis by Miss Ann H. Tracy, 
t Figure obtained from the titration curve; see the text. 

Table IV 


Chyinolrypsin and Carbon Suboxidc 

Crystalline preparation of Northrop (11). pH = 7.5. The original 
ratio of amino to total nitrogen = 0.063. 


Expenmeat Ko 

t 

la 1 
! 1 

lb 1 

1 

1 

ic j 

... j 

Id 

Original 
: enzj'me 

CjOj per gm. atom N, mole 
Combined malonyl per gm. atom N, 


1 09 

1 

2.47 j 

1 ' 

i 6.77 

1 

mole 

0 OIS 





Ratio, final amino to total N 


0.044 


0.037 


Sum of 2 figures above 


0.075 ' 

0.078 

0 084 ^ 

1 

Proteolytic* activity 

0.096 

0.050 

0.040 




* The increase in NH: to total nitrogen after 42 hours in a digest contain- 
ing per 10 ml., 37 mg. of egg albumin nitrogen, 4 mg. of enzy-me nitrogen, 
1.3 ml. of 0.66 u Na-HPOi buffer, pH S 2. 


burette. The current drawn from this was amplified by a two-stage 
amplifier and compared with that from a Leeds and Northrop 
type K potentiometer, with a microammeter as null indicator. 
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Titrations were of the continuous type; a quantity of protein 
■solution was placed in the vessel and js.m.f. determinations made 
after the successive addition of fractional ml. quantities of 0.5 N 
KOH or HCl, 2 minutes of stirring being allowed for equilibrium. 
Concentrations were such that 30 mg. of protein nitrogen were 
present in a 12 ml. total volume. 

Fig. 1 gives the titration curves for malonyl serum albumin 
(Table III, Experiment 2) and normal serum albumin. ^ The 
treated protein had been purified in the usual way by precipita- 
tion and then by dialysis in a rotating cellophane membrane at 0® 



123456789 10 pH 


Fio. 1. Titration curves for horse serum albumin, and malonyl serum 
albumin. O represents malonyl serum albumin (Table III, Experiment 2) ; 
O , normal serum albumin. 

for 1 day against water, 1 day against dilute NaCl solution, and 
finally 2 days against water. The normal serum albumin, pre- 
pared according to McMeekin (10), had been recrystallized four 
times and dialyzed in a similar manner for 5 days. 

The values of combined acid and base were calculated in the 
usual way from the e.m.f. determinations. Activity coefficients 
for the^H+ were taken from Lewis and Randall (12) and a value 
of ip7 for pK„ was used. The ionic strength was considered to 
be that of the NaOH or HCl present, that due to the protein being 

neglected. 16.1 per cent nitrogen content was accepted for both 
proteins (10). 
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DISCOSSION 

The analytical data for CjOj-treated proteins (Tables II to ItO 
offer strong support for the interpretation that this reagent con- 
verts free amino groups of proteins into corresponding malonyl 
derivatives. 

Although no complete amino acid analj'sis of the crj'stalline 
horse serum albumin of McMeekin is yet available, earlier values 
for serum albumin (13) give a Ij’sine content equivalent to 0.0774 
mole per gm. atom of nitrogen. Lj’sine contributes the major 
portion of free amino groups. To its value must be added what- 
ever amino nitrogen is present at the ends of po^'peptide chains. 
Our figure for the total amino nitrogen per gm. atom of nitrogen, 
0.0813, is ample to cover both. If CjO* reacted only with amino 
groups, the sum of the combined malonic acid and the amino 
nitrogen per gm. atom of nitrogen would be constant and equal 
to the original value of amino nitrogen. Our figures for this sum, 
0.096 ± 0.004, are remarkably constant (bottom row of Table III), 
but are consistently about 20 per cent higher than the original 
amino nitrogen value, suggesting that malonyl is being introduced 
at some other point. CjO* might react with the phenolic groups 
of tyrosine, but less rapidly than with amino groups if it behaves 
like ketene, which was investigated by Herriott and Northrop. 
The fact that these figures do not increase proportionally with the 
amount of QO; reagent added indicates that this second group 
is about as reactive as an amino group. The tjTosine content, 
0.023 mole per gm. atom of nitrogen (14), added to the lysine 
content, 0.0774 mole, equals 0.1004. One terminal amino group 
per molecule of 73,000 molecular weight and 16.1 per cent nitrogen 
content would contribute 0.0012 to this figure. Several such 
groups would not be excluded by our data. 

The titration cun'e for malonyl serum albumin. Experiment 2 
of Table III, is shown in Fig. l.= There are approximately 

- Through the kindness of Professor Edwin J. Cohn of the Harvard 
Medical School, we have been able to compare our curve for McMeekin's 
earbohj'drate-free serum albumin with one obtained in his laboratorj' bj' 
the use of the hydrogen electrode and discontinous titration. There is good 
agreement between pH 3.5 and 9.5, but our curve has less tendency to 
flatten out at extreme acid and alkaline concentrations, particularly be- 
tween pH 2 and 3. We believe that these differences are due to devia- 
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50 X 10-® additional base-combining groups per gm. of treated 
protein at pH 10.7, which is equivalent to 0.0435 mole of malonic 
acid per gm. atom of nitrogen, assuming that only one carboxyl 
group is free. Likewise there are 56 X 10"= less acid-combining 
groups at pH 2.2 in the same protein, or 0.0487 mole per gm. atom 
of nitrogen. The average of these agrees well with the analytical 
figure for combined malonic acid, 0.045. Therefore each molecule 
of C 3 O 2 which reacts covers up a basic or acid-combining group 
and introduces an additional acidic or base-combining group. We 
believe the only interpretation is that which we have already 
suggested. From these data it would appear that there is very 
little diamide formation, either intra- or intermolecular. 

Similar calculation^ can be made for malonyl egg albumin. 
Table II, but the data here are not as satisfactory, this being the 
first protein studied and that upon which the experimental pro- 
cedures were worked out. Both it and malonylchymotrypsin, 
however, support the general conclusions drawn from our study 
of malonyl seiiim albumin. 

Most of the malonyl proteins are insoluble in dilute salt solu- 
tions from pH 4.6 to 3.5. This may be caused by a stronger iso- 
electric effect in the treated protein or by limited denaturation. 
The solubility appears to be lower after reactions under pH 7.0. 
Both the removal of acid-combining groups and the introduction 
of carboxyls would decrease solubility in weakly acid solution. 
The proteolytic activity of malonylchymotrypsin is found to be 
inversely proportional to the amount of malonic acid introduced 
(Table IV), which could be the result of denaturation or of changed 
enzymic specificity. 

We are now investigating the specificity requirements of C3O2- 
treated enzymes with both normal proteins and synthetic sub- 
strates. A study of the digestion of malonyl proteins by normal 
and malonyl enzymes is also in progress. 


tions of the glass electrode and plan to repeat the titrations using a hy- 
drogen electrode assembly. If they do result from our titration procei 
ou^-rTfnr found to be neccssary would apply equally to the 

drawn h”r 
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A reaction is described whereby it is possible to convert certain 
acid-combining or basic groups within protein molecules into 
groups of an opposite charge. 
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CARBON SUBOXEDE AND PROTEINS 
n. THE DETERMINATION OF MALONIC ACID* 

By HALVOR N. CHRISTENSEN and ^YILLIAM F. ROSS 
{From ihe Chemical Lahoralory of RadcUffe College, Cambridge) 

(Received for publication, August 16, 1940) 

The procedure presented here has been developed to permit 
quantitative stud}' of the reaction of carbon suboxide vith pro- 
teins in aqueous solution (1). To liberate malonic acid from the 
malonyl groups thus introduced, alkaline hydrolysis was employed. 
This malonic acid was extracted from the acidiSed hydrolysate 
by ether and then transferred to water. Aliquots of the resulting 
aqueous solution were titrated with ceric sulfate (Willard and 
Young (2)), one directly and a second after heating at 140° in acid 
solution. This pyrolysis decomposes malonic acid into acetic acid 
and carbon dio.xidc, neither of which reduces ceric sulfate. The 
difference between the two titrations represents the malonic acid 
present; interference by other reducing material is thus avoided 
unless it too is destroyed by pyrolj'sis. 

EXPERIMENTAL 

Hydrolysis of Proteins — Malonic acid was found to be sufficiently 
stable to permit hydrolysis of proteins by alkali at 100° without 
loss. Acid h}'drolysis under similar conditions resulted in con- 
siderable destruction (Table I). Pure malonic acid could be satis- 
factorily recovered as acetic acid by steam distillation following 
phosphoric acid hydrolysis in a sealed tube at 120° for 24 hours. 
However, normal proteins j'ielded acids volatile with steam under 
the same conditions (Table II). 

Analysis — In view of these results the determination of malonic 
acid by oxidimetiy was adopted. The procedure as finally ac- 
cepted follows. 

* This work was made possible by a grant from the Rockefeller FDun- 



102 


Carbon Suboxide and Proteins. II 


A quantity of protein containing 2 to 25 mg. of malonic acid is 
dissolved in a small amount of water and sufficient saturated 
NaOH added to make the protein solution 2 N in NaOH, after 
having 1 milliequivalent of alkali present for each 100 mg. of 
protein. The tube is sealed, and heated at 100° for 24 hours. 
Concentrated HCl equivalent to the NaOH and enough additional 
to make the solution about 2 n in strength is then added. The 


Table I 


Slabilily of Malonic Acid to Hydrolyzing Agents 


Agent 


6 N HCl 
6 “ " 

0.5 “ NflOH 
2 “ “ 

3 " “ 

5 " “ 


Temperature 

Time 

Malonic acid 
recovery 

°C. 

hrs. 

per cent 

120 

12 

0 

102 

18 

46 

100 

20 

100 

100 

20 

99 

100 

20 

99 

100 

20 

102 


Table II 

Determination of Malonic Acid by Acetic Acid Released upon Decomposition 
Hydrolysis at 120° for 24 hours by 20 per cent H3PO4, in a sealed tube. 


None 



0.4 gm. gelatin 
0-4 " egg albumin 

thoroughly, washed into an extractor of.tt 
each ml with diethyl ether, 2 hours f( 

tively to a small slm extract is transferred quantiti 

of water containing extracted with about 5 m 

extract" “r ml 

washed with three or fm u flask, and the ether layt 
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This is then heated, first cautiously at 50°, then at 95° for 
1 hour; after cooling, it is diluted to the mark. One 4 ml. aliquot 
is introduced into a test-tube, with slightly more than an equivalent 
quantit}* of dilute HjSO^. The tube is then sealed and heated 
90 minutes at 140°, after which the contents are washed into a 
small Erlenme 3 'er flask. A second 4 ml. aliquot is introduced 
into another Erlenmeyer flask of the same size. Into each solu- 
tion is measured 0.1 n ceric sulfate in 2 x H-SO* considerablj' in 


Table III 

Apparent Malonic Acid Content of Egg Albumin 


Preparation 

Protein nitrosra 

Malonic add re 


riff. 

riff. 

Commercial 

83 

0.00 

Crj'stalUne 

62 

0.06 

If 

109 

0.02 


Table IV 

Recovery of ^^alonic Acid Added to Egg Albumin 


Protein nitrogen ! 

^faionic add added 

Malonic acid recovered 

mg. j 

njf, 1 

mg. 

47 

' 8.90 

8.68 

47 

! 8.90 

' 9.10 

47 

8.90 ^ 

8.63 

31 

' 4.45 

4.54 

31 

I 4.45 

4.39 

31 

1 4.45 

4.35 

53 

1 8.90 

1 8.75 

53 

, 8.90 

* 8.91 

53 

' 8.90 

, 8.67 


excess of the malonic acid believed present, followed bj' an equal 
volume of 18 x sulfuric acid. Water is added to bring the volume 
to about 4 times that of the ceric sulfate. The two flasks are 
set side by side in an oven or bath at 90° and heated 30 minutes. 
Upon cooling to 30° thej' are titrated with ferrous ammonium 
sulfate solution (0.1 x in 0.3 x HjSOi), with o-phenanthroline fer- 
rous sulfate as indicator (4). The difference in reducing capacity' 
of the two solutions is due to the destniction of malonic acid. The 
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ferrous aminoniuiD. sulfate is standardized against the ceric sulfate 
solution, which in turn is standardized with sodium oxalate. 
1 milliequivalent of ceric sulfate is equivalent to 15.63 mg. of 
malonicacid (2). 

This method has been applied to egg albumin preparations to 
which no malonic acid and known quantities of malonic acid had 
been added. From egg albumin itself, malonic acid recoveries 
were negligible (Table III) ; from preparations to which malonic 
acid had been added they represented 97 to 102 per cent of that 
present (Table IV). 

No attempt was made to ascertain the most gentle hydrolytic 
conditions for the liberation of malonic acid, as experiments had 
shown that 0.5 N and 4 n sodium hydroxide were equally effective. 
The ether extraction proceeded more smoothly when extended 
hydrolysis had occurred. 


SUMMARY 

A method of analysis for malonic acid present in malonyl pro- 
teins is presented. 

This method should be equally satisfactory for either free or 
combined malonic acid in other biological materials. 
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CARBON SUBOXIDE AND PROTEINS 

m. THE REACTION OF CARBON SDBOXIDE WITH 
AMINO ACIDS 

Bt william F. ROSS and LEILA S. GREEN* 

{From the Chemical Laboratory of Radcliffe College, Cambridge) 

(Received for publication, August 16, 19-10) 

In Paper I of this series (1) there was reported the reaction of 
carbon suboxide, CzOj, mth an aqueous solution of glycine to give 
malonyldiglycine. The present communication describes further 
studies of the behanor of this reagent with amino acids in the 
presence of water. 

Like glycine, Ij’sine adds to CjO- through its a-amino group if 
the e-amino is protected. Thus there was obtained from e-benzoyl- 
dWysine the e-xpected malonyldi-(e-benzoyWM}’sine)a-amide. 
This behavior can be accepted as tj-pical of all primarj- a-amino 
groups, and indicates that the free terminal amino groups in 
proteins react similarly. 

The e-amino group of lysine also gives well defined crystalline 
products if the a group is protected. From a-benzoyl-Wysine 
there was obtained malon3ddi-(a-bettzoyl-Mysine)e-amide, which 
formed equally well in solutions of pH 8.0 or 6.0. The loss of 
amino nitrogen by proteins on exposure to CsOj has already been 
attributed to the reaction of tins group in the lysine residue. 

There is, however, in malonyl proteins more combined malonic 
acid than can be accounted for by amide formation alone (1). 
This led to the investigation of the behavior of C3O2 with suitable 
derivatives of tyrosine, an amino acid which is known to be 
acetylated at its phenolic hydroxyl by ketene (2). Both the 
diester, di-(N-^:arbobenzox'y-Z-tyTOsyl) malonate and the mono- 
ester, mono-(N-carbobenzoxy-Z-tyrosyl) malonate were found to 
be present after the addition of 1.5 molar equivalents of C3O2 to a 
slightly alkaline solution of carbobenzoxytyrosine. The yields, 

* Rosenwald Fellow, 1938-40. 
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go.5 per cent of the diester and 2.4 per cent of the monoester, 
indicate not only that C3O2 reacts readily in aqueous solution with 
the phenolic hydroxyl, but also that the half reacted intermediate 
has a greater preference for such a group than for water. The 
scheme which was proposed in an earlier paper (1) may now be 
accepted in its complete form. 

The low melting point of mono-(N-carbobenzoxy-l-tyrosyl) 
malonate (52°) may well explain our lack of success in isolating 
malonylglycinemonoamide from the reaction of C3O2 with aqueous 
glycine. A correspondingly low melting point for this compound 
would make its isolation from the by-products of the reaction dif- 
ficult. Oils have been obtained from the more soluble fractions, 

0=C=C=C=0 + HOCeH^CHsCHCOOH 

1 

NHCbzo 

(ID HOOCCHsCOOCsH^CHjCHCOOH 

/ 1 

/ 2.4% NHCbzo 

0==C=CHC00CeH4CH8CHC00H 

I \ COOCCH 4 CH 2 CHCOOH 

(I) NHCbzo \ / I 

(III) CHj NHCbzo 

\ 

COOCeH.CHiCHCOOH 

I 

NHCbzo 

90.5% 


but no crystalline product other than malonic acid has been 
recovered. 

The isolation of the monoester is also significant for it proves 
that the half reacted intermediate (I) may combine further with 
either water or a suitable amino acid residue. The first course 
is preferred when the reactive residue is within a protein molecule, 
the latter when it is in a mobile low molecular amino acid deriva- 
tive and when other such molecules are available. 

The reaction of C 302 with the phenolic hydroxyl group appears 
to proceed at approximately the same rate as with the primary 
ammo group Identical amounts of this reagent in toluene solu- 
tion were added to equimolar quantities of carbobenzoxy-Z-tyrosine 
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and glj'cine in two exactly parallel experiments. Of the carbo- 
benzoxytjTosine, 93 per cent was later accounted for as either the 
di- or monoester; of the glycine 67 per cent was found as the 
diamide, there being no recovery of the monoamide. 

Suitable derivatives of serine, arginine, and histidine have been 
investigated to determine whether GsOj reacts with the functional 
groups of their side chains. Under the conditions we employ, no 
e\ddence for reaction was obtained. It was interesting to obseia^e 
that CjO; reacted almost quantitatively uith dilute aqueous am- 
monium hydroxide to form malonamide. 

Cahill and coworkers (3) have reported the racemizing action 
of ketene in slightly acid solution. We have not obsen’’ed any 
significant alteration of optical actimty after addition of CjOj 
to solutions of amino acid derivatives of pH 6. It is possible, 
however, that C3O2, when added to weakly acidic solutions of 
proteins, racemizes certain of the amino acid residues at the 
carboxyl ends of protein chains, thereby causing, through denatu- 
ration, the increased insolubility of malonyl proteins formed rmder 
slightly acidic conditions. 


EXPERIMENTAL 

Lysine 

Malonyldi-{e-BenzQyl-dl-Lysine)a- Amide — e-Benzoyl-dZ-lysine 
was available as an intermediate in the S3Tithesis of dWysine (4). 
An aqueous solution of 1.2 gm. of it was treated with C3O2 at a 
pH of 8.0, the molar ratio of CjOj to amino acid being 2.0. From 
the reaction solution was obtained 0.8 gm. of long monoclinic 
crystals which decomposed at 239-240°. 

Cj^nOjNi. Calculated. C 61.2, H 6.4, N 9.9 
Found. " 60.9, " 6.6, " 10.2 

a-Benzoyl-e-Cariobenzoxy-l-Lysine — ^Benzoylation of e-carbo- 
benzoxy-Z-lj’sme (5) in aqueous solution gave the corresponding 
a-benzoyl derivative which first formed as an oil but was later 
crystallized to give microscopic prisms melting at 107°. 

CjiHjiOtNi. Calculated. C 65.6, H 6.3, N 7.3 
Found. “ 65.7, “ 6.7, “ 7.3 
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a-BenzoylrlrLysinc — Th© a-bcnzoyl-e-carbobGiizoxy-WysinG from 
4.0 gm. of e-carbobonzoxy-Z-lysino, as an oil, was hydrogGnatcd in 
aquGous msthyl alcohol with palladium black as catalyst. The 
product was crystallized from water, forming thick needles which 
melted with sintering at 250°. 1.1 gm. were obtained. The cor- 
responding dWysine derivative has been reported by Green- 
stein (6). 

[a]M z= 4-21.6° (in water, containing 1 equivalent of NaOH) 

Malonyldi-{a-Benzoyl-l-Lysine)e-Amide — C3O2 was slowly passed 
into a cold solution of 0.5 gm. of a-benzoyl-Wysine in 30 ml. of 
0.1 N borate buffer of pH 8.0. During this addition 11 ml. of 
1 N NaOH were required to keep the pH constant. This corre- 
sponds to a molar ratio of C3O2 to amino acid derivative of 2.6. 
After acidification and concentration, 0.25 gm. of product, 
malonyldi-(a-benzoyl-Wysine)6-amide, was obtained. This was 
recrystallized from water for analysis. It melted at 267-268° with 
decomposition. 

CjsHstOsN,. Calculated, C 61.2, H 6.4; found, C 61.1, H 6.6 

From a reaction between C3O2 and 0.6 gm. of a-benzoyl-Z-lysine 
in 30 ml. of 0.1 N phosphate buffer of pH 6.0 was isolated 0.35 gm. 
of the same diamide. The molar ratio of C3O2 to amino acid was 
2.6 here also. The product melted at 264-266°. There was not 
enough for significant optical rotations to be made. Found, 
C 61.0, H 6.5. 


Tyrosine 

Di-iN-Carhohenzoxy-l-Tyrosyl) Malonate—A solution of 2.0 gm. 
of N-carbobenzoxy-Z-tyrosine (7) in 25 ml. of water was brought 
to a pH of 8.5 with several ml. of 1 n KOH and then shaken with 
1.4 molar equivalents of C3O2 in toluene. After a period of shaking 
30 minutes at 0° and 60 minutes at room temperature, 10 ml. of 
I n KOH had been added to keep the pH approximately constant. 
The aqueous layer was then acidified with 1 n HCl upon which 
colorless rhombs of di-(N-carbobenzoxy-Z-tyrosyl) malonate 
ormed. The product, 2.01 gm., was recrystallized from methyl 
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alcohol and water for analysis. It melted at 135° mth decom- 
position. 

C,7H,(0,!N.. Calculated. C 63.6, H 4.9, N 4.0 
Found. “ 63.4, " 5.2, “ .3.9 

Neutralization equivalent. Calculated, 349; found, 3GS 

The alkaline hydrolj'sis of 2.0 gm. of di-(N-carbobenzo\y-f- 
t^Tosjd) malonate was followed by the recovery of 1.5 gm. of 
N-carbobenzoxy-f-tyrosinc and 0.2 gm. of malonic acid. These 
quantities represent S3 and 67 per cent, respectivelj', of the 
theoretical for the accepted structure. 

Di-{N-Carh6bcnzoxy-l-Tyros7j} Methyl Ester) Malonate — ^lethj'l- 
ation of 0.5 gm. of di-(N-carbobcnzoxy-l-tj'ros}’l) malonate with 
diazomethane gave 0.4 gm. of the corresponding ester, which after 
recrj'stallization from ether and methjd alcohol formed long prisms 
melting at 145° with decomposition. 

CjfHuOisN:. Calculated, C 64.4, H 5.3; found, C 64.4, H 5.3 

Mono-{N-Carhohcmoxy-l-Tyrosijl) Malonate — The mother liquor 
from the preparation of di-(N-carbobenzox3'-/-tyro.yl) malonate 
above was concentrated in a vacuum to a volume of 5 ml. and 
cooled to 0°. 0.06 gm. of long prisms melting at 53° formed. 
These were recrystallized from hot water for analysis. 

CioHiiOjN, Calculated. C 59.8, H 4.8, N 3.5 
Found. “ 59.8, “ 5.1, “ 3.6 

In order to make a comparison with the product from above, 
mono-(N-carbobenzoxy-f-tjwoyl) malonate was synthesized from 
malonyl monochloride and N-carbobenzoxy-Z-tiwosine. 0.4 gm. 
of malonyl monochloride (8) was coupled at 0° with 1.0 gm. of 
carbobenzoxy-Z-tyrosine in 20 ml. of water containing 8 ml. of 
1 N NaOH. After a wash with chloroform, the reaction solution 
was made acid to Congo red with HCI and concentrated in a 
vacuum. The product, long prisms, weighed 0.4 gm. and melted 
at 52°, giving no depression in a mixed melting point determina- 
tion with the monoester from C3O2. On standing it gradually 
turned brown. Found, C 59.7, H 5.0. 
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Arginine 

a-p-Nitrobenzoyl-l- Arginine — ^Ai’ginine monohydrochloride, 3.5 
gm., WAS coupled with 3.7 gm. of p-nitrobenzoyl chloride in aque- 
ous solution in the presence of excess potassium carbonate. The 
product, 3.5 gm. of needles, was recrystallized from hot water for 
analysis. It melted at 226-228° with decomposition. 

CuHnOeNs. Calculated, C 48.3, H 5.3; found, C 48.3, H 5.3 
(a]28 = -80.5° 

a-p-Nitrohenzoyl-l- Arginine and C 3 O 2 — ^From a reaction between 
C3O2 and a-p-nitrobenzoyl-i-arginine at a pH of 8.5 and at 3° 
the starting product was recovered in a yield of 86 per cent. The 
ratio of G3O2 to amino acid was 1.7. The recovered product 
melted at 224-227°. [a]^^ = -76.3°. 

Similarly an 81 per cent recovery of a-p-nitrobenzoyl-Z-arginine 
was obtained when C3O2 was added at a pH of 6.0, the molar ratio 
being 2.04. This product melted at 226-228°, and its optical 
activity remained the same, = —80.8°. 

Histidine 

a-N~Benzoyl~l~Histidine and C3O2 — A solution of 1.0 gm. of 
a-N-benzoyl-Z-histidine (9) in 25 cc. of 0.1 n borate buffer of 
pH 8.0 was treated in the usual way with 2.26 molar equivalents 
of C3O2. From the reaction solution after acidification and con- 
centration a 92 per cent recovery of unchanged starting material 
was obtained. A mixture with the original melted at 247°. 

Serine 

N-p-Niirobenzoyl-dl-Sermc and C3O2 — N-p-Nitrobenzoyl-di- 
serine was prepared according to Fischer and Jacobs (10). A 
solution of 1.5 gm. of it in 30 ml. of 0.1 n borate buffer of pH 8.0 
was treated at 0° with C3O2. The molar ratio of the latter to the 
amino acid deiivative was 1.3. There was obtained an 87 per 
cent recovery of the starting material, which gave an unchanged 
melting point of 198-200° when mixed with the original. 

Malonamide An excess of C3O2 was passed into 2 per cent 
aqueous ammonium hydroxide at 0°. On concentration of the 
reaction solution, colorless octahedral crystals of malonamide were 
deposited. These melted at 169-170°. 



W. F. Ross and L. S. Green 


111 


BIBLIOGRAPHY 

1. Ross, W. F., and Christensen, H. N., J. Biol. Chem., 137, S9 (1941). 

2. Bergmann, M., and Stern, F., Bcr. chcm. Get., 63, 437 (1930). 

3. Jackson, R. W., and Cahill, W. M., J. Biol. Chcm., 126, 37 (1938). 

Cahill, W. M., and Burton, I. F., J. Biol. Chcm., 132, 161 (1940). 

4. Eck, J. C., and Man-el, C. S., J. Biot. Chcm., 106, 387 (1934). 

5. Bergmann, M., Zcn-as, L., and Ross, W. F,, J. Biol. Chem., Ill, 245 

(1935). 

6. Greenstein, J. P., J. Org. Chcm., 2, 480 (1938). 

7. Bergmann, M., and Zen-as, L., Bcr. chcm. Get., 66, 1192 (1932). 

8. Staudinger, H., and Ott, E., Bcr. chem. Get., 41, 2208 (1908). 

9. Pauly, H., Bcr. chcm. Get., 43, 2243 (1910). 

10. Fischer, E., and Jacobs, W. A., Bcr. chem. Get., 39, 2942 (1906). 
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ISOLATED MUSCLE FIBERS 
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Vnhcrsity of Rochester, Rochester, New Yorh) 

(Received for publication, August 12, 1940) 

It is frequentl}’’ assumed that the chloride in muscle is entirely 
outside the fibers and that the tissue spaces contain chloride in 
equilibrium ndth the plasma or other external fluid. Reasons for 
this assumption are reviewed by Fenn (1) who found tissue 
spaces of 14.7 per cent in frog muscle. Maurer (2) found that the 
axtracellular fluid collected from frog muscle had the same chlo- 
ride content as the plasma. Maner3’-, Danielson, and Hastings 
(3) modified the theory to include connective tissue in the chlo- 
ride space. Conway, Kane, Boyle, and O’Reilly (4) using a 
method based on rates of diffusion concluded that only 9 per cent 
of frog muscle is tissue space and that the remaining five-four- 
teenths of the chloride is inside the fibers. When muscle is 
soaked in Ringer’s solution, the chloride space increases to 27 per 
cent but Conway et ah found the e.xtracellular space to remain 
unchanged at 9 per cent. 

It would seem likely that chloride contained in connective 
tissue and in any fibers which might have become permeable to 
chloride because of injury would diffuse out more slowly than 
chloride in the tissue spaces and therefore the data of Conway 
et al. do not prove the existence of chloride inside uninjured muscle 
fibers. It seemed desirable therefore to measure the chloride 
content of single isolated muscle fibers. Certain difficulties par- 
ticularly in washing the fiber inevitably introduce some uncer- 
tainty into the results but it can be shown nevertheless that the 
figures are inconsistent with the theory of Conway et al. (4). 

Methods 

Chloride was determined by a modification of the ultramicro- 
method of Wigglesworth (5). From a waxed capillary pipette a 
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standard volume (about 1 c.mm.) of AgNOs solution containing a 
little Fe(N 03)3 was delivered onto a waxed slide. From another 
pipette a similar drop of HNO 3 was added and the 2 drops were 
mixed with the sample. The resulting drop was covered with a 
micro bell jar and incubated to digest the tissue and coagulate 
the AgCl precipitate. The excess silver was then titrated with 
KCNS from a micro-Rehberg burette (6). The tip of the burette 
was immersed in the drop and stirring was accomplished by blow- 
ing a jet of air against one side of the drop, causing it to spin 
rapidly. 

Ceresin wax was used and the waxed slides had slight depres- 
sions melted in the wax with a hot glass rod to hold the drop. 
Micro bell jars 7 mm. in diameter were coated with wax and just 
before the drop was covered the edge of the jar was heated to 
melt the wax. In this way evaporation of the drop during 
digestion was prevented. The slides containing usually 3 drops 
were incubated overnight at 37° or in some cases for 2 days at 
30°. This treatment resulted in a clear light yellow drop with a 
very tough surface film which had to be broken before the drop 
could be stirred by an air jet. The silver solution contained about 
0.02 M AgNOa, 1 per cent FeNOs, and 10 per cent HNO3. The 
KCNS was about 0.01 m. 

A micro-Relibcrg burette was made from a broken 0-110° 
thermometer. One end was drawn out to make a delivery tip. 
The capillary at the other end was expanded to make a shallow cup. 
A cylindrical steel chamber 1,2 cm. in diameter and 2.5 cm. long 
was made with a concentric hole just large enough to take the 
thermometer tubing and 1.5 cm. long. A thin hole threaded to 
take a 2-56 screw continued through the longitudinal axis of the 
chamber and was fitted with a screw bearing a large knurled head. 
The steel chamber was cemented to the thermometer tube with 
De Khotinsky cement. The whole burette was filled with mercury 
and air bubbles were removed by repeated evacuations in a tube 
connected to a water pump. The screw was lubricated with 
vaseline and the burette was always kept inclined at about 15° 
to the horizontal with its tip under water when not in use. One 
turn of the screw moved the mercury thirty divisions of the scale, 
delivering about 1 c.mm. The volume delivered could be ad- 
justed to within one-quarter of a division with a little practice. 
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KCNS solution was drawn into the burette by immersing the 
tip in the solution and turning the screw back until the mercury' 
was just above the zero line. The mcrcur}' was adjusted exactly 
to zero and the tip was then washed off with 10 drops of distilled 
water and uiped with filter paper. The tip of the burette was 
placed inside the drop to be titrated. A little wax on the outside 
of the tip facilitates stirring of the drop. 

The burette and KCNS solution were standardized by titrating 
a drop of 0.0055 m NaCl delivered from a waxed capillarj' pipette. 
The same pipette was then used to deliver a drop of 2.77 m NaCl 
which was titrated by the method of Keys (7), Assuming that 
the capillarj' pipette delivered equal volumes of the two con- 
centrations of NaCl, it was possible to calculate the chloride 
equivalent of one division of the burette. The KCNS solution 
was standardized several times in this way during the course of 
the work and the concentration was assumed to have changed 
linearly with time between successive standardizations. 

Single muscle fibers from the semitendinosus muscle of the 
frog Rana pipiens were kindly dissected out for this work bj- 
Dr. S. F. Street (Ramsey and Street (8)). The fibers were dis- 
sected out in Ringer’s solution which was 0.114 m in chloride. 
They were mounted on platinum wire hooks attached to a glass 
rod so that the fiber was stretched approximately rest length 
parallel to the glass rod and about 5 mm. from it. 

All fibers were tested for conduction after being mounted and 
were considered to be normal if thej' gave a conducted response to 
a short tetanizing current from a Harvard inductorium. Some 
fibers designated as non-conducting gave only local twitches. 
Some fibers were rendered permeable to chloride bj' immersion in 
4 per cent formaldehyde in Ringer’s solution for a few minutes 
and were then equilibrated overnight in Ringer’s solution before 
being analj'zed. 

The diameter of the fiber while still under Ringer’s solution was 
estimated at 3 to 5 points along its length by means of an ocular 
scale in a microscope with a low power objective. The magnifi- 
cation was calibrated by measuring the apparent diameter of a 
rod in Ringer’s solution. The true diameter of the rod was ob- 
tained with a machinist’s micrometer. Since the fibers showed 
some variation of diameter along their lengths, the average di- 
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ameter was taken to calculate the volume by the formula for the 
volume of a cylinder. Trial calculations with the more exact 
formula for the frustrum of a cone showed that this approximation 
Introduced an error of less than 5 per cent. The length was es 
timated by comparison noth a mm. scale, 0.5 mm. being left for 
attachment at each end. This approximate procedure was 
made necessary by the fact that the fiber shrinks while drying, so 
that the actual length cut off bore an unknown ratio to the length 
in Ringer’s solution. 

When the fiber was to be analyzed, the glass rod was lifted 
through the surface of the Ringer’s solution first and the film that 
adhered between the rod and the holder was broken. It was then 
possible to bring the fiber through the surface without having it 
pulled onto the glass rod by a contracting film of water. The 
fiber but not the glass holder was dipped for less than 1 second 
in a wash solution consisting of 9 parts of isotonic mannitol, 0.24 
M, and 1 part of isotonic sodium nitrate, 0.12 M. The wash solu- 
tion used in this work was chosen to give the advantages of a 
non-electrolyte washing fluid, good mechanical removal of ex- 
ternal fluid, and no opportunity for ion exchange, without produc- 
ing the striking electrical effects caused by complete absence of 
electrolytes (4). 

After the fiber was washed, the tendon attachments were 
blotted with filter paper and the fiber allowed to dry for* about 
10 seconds. The dry fiber was then laid across a depression in the 
waxed slide and cut 0.5 mm. from each end with a razor blade. 
Drops of silver nitrate and nitric acid were added and blown 
together over the fiber. It was found that drops of nitric acid 
ingest diy fibers with considerable force, so that it was often 
only necessary to free the ends of the fiber from the cut in the 
wax to get the fiber entirely inside the drop. When necessarj'’ 
the fiber Avas manipulated with very fiire waxed glass needles. 

Horsehairs were mounted with wax on the ends of glass rods. 
The diameters were measured with a micrometer and the lengths 
of exposed hair with a mm. scale. After soaking in Ringer’s 
solution for 1 to 5 minutes, the hair was momentarily dipped in 
wash solution and then passed successively through the silver 
nitrate drop and 2 nitric acid drops. Controls carried out on 
hairs soaked m wash solution showed that this procedure did not 
affect the blank detennination. 
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3 drops could conveniently be accommodated on a single slide 
and in practice the first and third of these %Yere blanks, while the 
second contained the fiber. In this waj' errors due to unequal 
deliveries from the silver nitrate pipette could be detected. In 
general the blanks agreed to within one division of the burette. 

Results 

To control the method a number of fibers were treated with 
4 per cent formaldeh 5 ’de in Ringer’s .solution and anal 3 "zed for 
chloride. I^Tiole muscle was also treated in formaldehj^de and 
analj'zcd for chloride b}' the method of Kej"s (7). The fibers 
averaged 69 ± 9.2 micromoles per cc. (1 micromole = lO”® mole), 
while whole muscle averaged 70 ± 3.0 micromoles per gm. For- 
maldehj'de combines with the free amino groups of proteins, 
liberating acidic groups from zwitter ion combination. The re- 
sulting increase in base-binding power presumablj' accounts for 
the low chloride concentration in the formaldehj'de-trcated mus- 
cle, since such fibers would othennse be expected to contain 
about 91 micromoles per gm. of chloride. 

The close agreement of the chloride concentration in single 
fibers and whole muscle is an indication that the micromethod 
is suitable for the purpose. It also shows fairlj'’ certainlj' that no 
chloride had been washed out of the fiber. If allowance is made 
for the tissue spaces in the whole muscle, the single fiber values 
should be lower bj' 7 to 17 micromoles per gm., depending on the 
tissue space assumed. So it is possible that some Ringer’s solu- 
tion adhered to the surface of these fibers in spite of the washing. 

Normal fiber's giving conducted responses were anal 3 'zed for 
chloride. The average chloride content of these fibers was 15.5 
micromoles per cc. ±35 per cent. The results were also calcu- 
lated as the thickness of a surface film of Ringer’s solution which 
would contain all the chloride. The average thickness of such a 
surface film was 3.2 X 10“’ mm. ±19 per cent. The fact that 
the variation in the results is so much lower when the chloride is 
assigned to the surface is an indication that the chloride found 
was probably present as a surface film. 

The results are shown graphical!}'- in Fig. 1 where the chloride 
concentration is plotted as abscissa and the diameter as ordinate. 
The line A-A is calculated for a 3 X 10”’ mm. thick film of 
Ringer’s solution outside a chloride-free fiber. If the chloride 
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were initially at a uniform concentration of 30 micromoles per cc. 
and a uniform external layer 10"® mm. thick had been Avashed free 
of chloride, the results Avoidd tend to fall along the line B-B. 
As is evident from Fig. 1, the results are more compatible with the 
hypothesis that the fiber is chloridejfree but surrounded by a 
surface film containing 0.365 X 10 ® mole per sq. mm., cor- 
responding to a film of Ringer’s solution 3.2 X 10 mm. thick. 



CONCENTRATION 

Fig. 1, Chloride in single muscle fibers. The concentration is expressed 
in micromoles per cc.; the diameter in mm. The solid circles represent 
normal conducting fibers; the double circle, the average concentration and 
diameter of the solid circles; the open circles, non-conducting fibers; the 
crosses, bullfrog fibers. See the text for an explanation of the curves A-A 
and B~B. 

The experiments give no indication of where on the surface the 
chloride is located but it is logical to suppose that some of it is 
in the sarcolemma and the fragments of connective tissue that 
remain attached to the fiber after dissection. 

In an effort to extend the range of diameters, fibers from jumbo 
Louisana bullfrogs, Rana cateshiana, were analyzed. There was 
unfortunatelj' such a wide range of rvalues that the results are 
nearly worthless. It is possible that the two high values were 
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caused by partial injury' or poor condition of the fiber, as fibers 
which gave only local responses all showed higher chloride content 
than conducting fibers. 

Horsehair vith a surface film of Ringer’s solution was washed 
in the same way' as the fibers and analy'zed for chloride on the 
surface. The mean thickness of the surface film was 0.92 X 
10“’ mm. ±24 per cent. The results are shown graphically in 
Fig. 2 where the apparent concentration of chloride in the 
hair is plotted as abscissa against the diameter as ordinate. The 



Fro. 2. Apparent concentration of chloride in horsehair. The units are 
the same as in Fig. 1. 

curve D-D is calculated for a uniform surface film of Ringer’s 
solution 0.92 X 10“’ mm. thick. The absolute value for the 
thickness of surface film that can withstand the washing technique 
is less than the apparent thickness found for fibers, but that may' 
be partially' explained by' the fact that the horsehair was stiff 
and moved faster through the washing solution. It also seemed 
to have less Ringer’s solution on its surface than the fibers. Of 
possible interest is the fact that the grouping of points around 
the line of equal thickness of film is similar in Figs. 1 and 2, the 
larger hairs having thinner films than the smaller ones. 
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DISCUSSION 

Although single muscle fibers were found to contain chloride 
sufficient to produce an average concentration inside the fiber of 
15 micromoles per cc., there is good evidence that most, if not 
all, of this chloride was on the surface of the fiber. The results 
showed a much lower probable error when calculated as the 
thickness of a surface film of Ringer’s solution containing all the 
chloride than when calculated as a concentration of chloride 
inside the fiber. Another expression of the same fact is apparent 
in the way that the experimental points group themselves around 
a line calculated on the assumption that all the chloride is present 
as a uniform surface film of Ringer’s solution. Horsehair models 
washed in the same way as the fiber showed surface films of Ring- 
er’s solution approximately one-third as thick as was calculated 
for the fibers but it seems likely that the horsehair wms more effi- 
ciently washed because of its stiffness. 

Since it has been shown that all of the chloride contained in 
muscle can be washed out by isotonic sugar solutions (1) or sodium 
sulfate (4), it would be difficult to prove that a longer period of 
washing was not removing chloride from inside the fiber. In 
these experiments the fact that the chloride appears to be on the 
surface of the fiber is indicative that none had been washed out 
of the inside. 

It was impossible to blot the fibers thoroughly without causing 
injury which would be expected to make the fiber permeable to 
chloride, since fibers which gave only local responses had more 
chloride than fibers giving conducted responses. Both types of 
fibers had much less chloride than formaldehyde-treated fibers. 

It seems unlikely that isolated fibers could be completely free 
from chloride, since the sarcolemma and attached fragments of 
connective tissue probably contain chloride. The difficulty lies 
in the fact that the theoretical chloride-free fiber is not identical 
with the isolated fiber in its sarcolemma sheath. 

Conway el al. (4) deduced a chloride concentration inside fibers 
in equilibrium with Ringer’s solution of 21 micromoles per cc. 
vhich is clearly inconsistent with these results. They were prob- 
ably measuring the difference between the tissue spaces and total 
presence of 16 per cent of injured fibers containing . 
chloride would produce the same result as a high internal concen- 
tration of chloride. It is possible when muscle is soaked in Ring- 
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er’s solution that some of the fibers lose their normal imperme- 
ability to chloride ions, thus accounting for the loss of potassium 
and equivalent gain of chloride which take place under these 
conditions. 

Conway and Boyle (9) derived equations from which it may be 
deduced that in Ringer’s solution the concentration of chloride 
inside a fiber permeable to chloride should equal the concentration 
of potassium in the Ringer’s solution outside. The solution used 
in this work contained potassium at a concentration of 1.4 micro- 
moles per cc. The hypothesis that the internal chloride concen- 
tration also equals 1.4 micromoles per cc. is just as consistent 
with these analyses as the hiTJOthesis that the fiber contains no 
chloride. So, while this work does not confirm the work of Con- 
way, Kane, Bo 3 'le, and O’Reillj' (4), it is not at variance ndth the 
theoretical treatment of a chloride-permeable fiber outlined by 
Conwaj' and Boyle (9). 


SUMMARY 

Isolated frog muscle fibers were analj'zed for chloride. An 
average concentration of 15 X 10~* mole per cc. of fiber was ob- 
tained but there were indications that most of this chloride was 
on the surface of the fiber. The results are not inconsistent nith 
the assmnption that the muscle fiber membrane is impermeable 
to chloride. 

I wish to express mj'- thanks to Dr. S. F. Street who did all the 
arduous work of dissecting these fibers, and to Dr. W. 0. Fenn 
for his helpful criticism throughout the work. 
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In 1923 Hartridge and Houghton (1) described an apparatus for 
the kinetic studj' of certain chemical reactions, which was based 
on the so called “flow principle.” Later Millikan (2) joined 
Houghton to continue this work. Essentially, the apparatus of 
Houghton and his coworkers consists of a glass “observation 
tube” connected with a small “mixing chamber.” The two solu- 
tions that are to react converge in the mixing chamber and then 
the mixture flows through the obsenmtion tube. If the reaction 
results in a change of color and if the flow along the tube is at a 
suitable and constant rate, the change of color occurs while the 
liquid is passing through the obser^mtion tube and the gradation 
of color along the tube remains fixed in position. If the rate of 
flow is known, the reaction time at any point along the tube may 
be calculated from its distance beyond the point of mixing. Color- 
imetric measmements b 3 ’' a photocell can be made at a number of 
points along the tube and a curve showing the kinetics of the 
reaction may be plotted. This procedure requires a fairly large 
amount of material and is therefore onlj’- satisfactory for sub- 
stances such as hemoglobin that can be readily obtained in quan- 
tity. Furthermore, since each point on the curve requires a 
separate experiment, the method is somewhat laborious. 

Since 1936 the writer and Dr. Kurt G. Stem have been studying 
certain rapid chemical reactions. 

Various arrangements have been used m the course of this 
work; e.g., a photoelectric method in which the solution of one 

* Hus work •(vas aided by grants from the Jane Coffin Childs Memorial 
Fund for Medical Research and the Elizabeth Thompson Science Fund. 
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reactant was rapidly injected into the stationary solution of the 
second reactant (3) and a spectroscopic apparatus employing a 
falling plate camera for registration of the changes occurring dur- 
ing the reaction (4). The main reasons which led to the con- 
struction of the present machine were the desire to have the 
mixing more rapid and more reproducible and to study reac- 
tions of half times as short as 1 millisecond and as long as 100 
milliseconds by an automatic, recording apparatus requiring only 
small quantities of material. 

Thiel and Logemann (5) in 1934 described an apparatus of the 
flow type in which the observation tube was scanned during the 
experiment by a moving beam of light. By using a photocell and 
a recording galvanometer a record of the entire light absorption 
curve could be made in about the time required to get one point 
by the older method. This greatly reduced the total quantity of 
liquid that was required. In Thiel’s apparatus, the lamp, ob- 
servation tube, and photocell are all stationary, and moving prisms 
reflect the beam of light so that the light travels along the ob- 
servation tube. The present author felt that while Thiel’s idea 
should be followed in general it would simplify the construction 
to keep the light beam stationary and instead to move the ob- 
servation tube vertically through the beam of light. 

At Dr. Stem’s suggestion and with his help the writer undertook 
the construction of the apparatus described in this paper. 

Mechanical Construction 

Fig. 1 shows diagrammatically the mechanical construction of 
the apparatus. It is mounted on a heavy stand with a flat wooden 
table top. Through a slot in the top there passes a frame con- 
structed of steel shafting. This frame is guided by bearings and 
can slide vertically with respect to the table. Along the center 
line of the frame are two long machine screws which are turned 
by the operating mechanism. The top screw passes through a 
nut held stationary at the level of the table top and, when the 
screw is turned, the entire frame is raised or lowered depending 
upon the direction of rotation. The lower screw operates the 
two syringes which serve as the pumps of the machine. The 
observation tube is held by the frame just above the syringes and 
metal tubes connect the syringes with the bottom of the observa- 
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tion tube. The two screws are normally driven in opposite 
directions so that when the sjTinges are delivering liquids to the 
obser\mtion tube the tube is at the same time rising above the 
table. The storage vessels and the motor with its automatic 
limit switches and drive mechanism are not shown in Fig. 1. 



Fig. 1. Diagram to show the mechanical construction of the apparatus. 
1 represents the observation tube, ^ syringes, S bearings, 4 nuts, B table top, 
B screws, 7 3-wsy cocks, 8 pulley wheels, 9 glass liquid trap, 10 level of 
light beam, 11 calibration track, IS lower table shelf. 

The light path in Fig. 2 is above the table top and e.\'tends from 
the light source on one side of the observation tube to the photo- 
cell on the other. Monochromatic light must usually be used and 
though glass and gelatin color filters were tried, it was found to be 
more convenient to install a monochromator for this purpose. 

There is a rotating sector in the light path to interrupt the beam 
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of light so that the output of the photocell may conveniently be 
amplified. This rotating sector is omitted if the light source is 
inherently pulsating, as for instance when an a.c. mercury arc 
lamp is used. 

The photocell is connected with an amplifier and this is followed 
by a recording galvanometer. Thus changes in light absorption 
along the observation tube are recorded by the curve traced on 
the photosensitive paper of the galvanometer camera (Cardiette). 

As the deflections of the galvanometer may not be proportional 
to the changes in light absorption, it is necessary to calibrate the 



Fig. 2. Diagram of table top to show optical arrangement. 1 represents 
the observation tube, 8 monochromator, 3 light source, 4 nut for screw, 
3 calibration track, 6 box containing photocell, 7 vertical slit, 8 horizontal 
slit. 

apparatus. For this purpose an automatic calibrating mechanism 
is provided. Between the observation tube and the box contain- 
ing the photocell there is a horizontal track which crosses the 
table top just beneath the path of the light beam and on this 
track runs a small carriage. This carriage holds two hollow glass 
wedges placed together to form a parallelogram. These wedges 
are filled with liquids which in light absorption are equivalent to 
the liquid in the observation tube before and after the reaction. 
When the calibration is to be made the observation tube is filled 
with water and then the carriage with the wedges is drawn across 
the light path by a speed-governed motor. The line traced by 


D. DuBois 


127 


the recording galvanometer in this case is the calibration curve j 
it is a straight line when the galvanometer deflection is inversely 
proportional to light absorption. 

To evaluate the cur\-es it is nccessarj' to know the rate of flow 
through the obseiT'ation tube and the rate at which the tube is 
scanned by the beam of light. It is convenient to have these 
rates automatically registered on the photographic paper simul- 
taneously with the reaction cun’e. For this purpose two contact 
scales are prordded, one of them to close an electric circuit at 
each cm. interval of sj'ringe compression and the other to close an 
electric circuit at each cm. interr-al of observ’ation tube move- 
ment. These electrical circuits control two vacuum tube relays 
which in turn control the flashing of two small neon-mercur>' 
sign lamps located in the recording galvanometer. Small lenses 
and mirrors focus the signals from these lamps on the edges of the 
photographic paper. The recording galvanometer is also pro- 
vided with a time marker so that each curve taken is accompanied 
by a record of all the constants necessary for the calculation, pro- 
^^ded, of course, that the 'obserr'ation tube and sjuingas have 
previously been calibrated. 

The carriage which holds the calibration wedges is also pro- 
vided -with a contact scale, and when the calibration cuiwe is 
traced fiducial marks on the photographic paper indicate the ratio 
of thickness of the two wedges at ten points along the calibration 
curve. From these data it is possible to e.vpress the galvanometer 
deflections, recorded during the main reaction, in terms of per- 
centage oi its completion. 

Optical System 

A movable bracket attached to the table holds the light source. 
This bracket is made in the form of an optical bench to hold an}- 
type of lamp desired. An 85 watt high pressure mercury vapor 
lamp (General Electric, tjy)e H-3) has been used during the hemo- 
globin experiments described below. A low voltage concentrated 
tungsten filament lamp (sound-track exciter lamp) has been used 
in other experiments. 

The monochromator which is made from a simple spectrometer 
of the Bunsen-Kirchhoff type focuses a vertical slit located close 
to the light source as a monochromatic line upon the observation 



128 


Rapid Chemical Reactions 


tube. A second slit, this one horizontal, is located as clpse to the 
observation tube as possible. Thus the observation tube is 
crossed by a narrow, rectangular beam of light. 

The photocell is placed behind the observation tube and at 
such a distance that the diverging beam of light illuminates the 
entire cathode. It is contained in a metal box, together with the 
first radio tube and the necessary batteries. At present a gas- 
filled cesium photocell (General Electric, type PJ-23) is being 
used. Although the output current of this tube is not strictly 
proportional to the intensity of the illumination, the fact that a 
calibration curve can always be made by the wedges permits its 
use. 

Slight mechanical vibrations in the optical tract were found to 
give serious irregularities in the camera record but this difficulty 
was overcome by bracing the optical parts very rigidly. 


Observation Tube 

A cylindrical glass obser\'^ation tube, as used by Millikan (6), 
was first tried but the reaction curves obtained by scanning were 
very irregular. Thiel used an observation tube made of two long 
and narrow glass plates with a slotted strip of metal clamped 
between them. His mixing chamber was entirely of metal and 
rather difficult to make. We found that by using plates of a 
transparent plastic, instead of glass, a very good observation 
tube can be made. If the plastic is unscratched, it is optically 
as good as plate glass. Furthermore, since the plastic can be 
drilled and cut, the design and construction of the mixing chamber 
are much simplified. The plastic we have been using is called 
Plexiglas and is made by the Rohm and Haas Company of Phila- 
delphia. Two strips of this plastic of 10 X 1 X | inches ivith a 
slotted metal spacer between them, an inch wide and 10 inches 
long form the tube. The thickness of the spacer and the width 
of the slot milled in it determine the cross-sectional area of the 
u e. ere are also in front and back slotted cover plates of 
leavy brass connected by screws passing through holes drilled in 
L side strips and metal spacer. The back plate is fixed 

tn imi- ^ fame of the machine. There is no trouble due 

to leakage when the screws are tight. 

Undoubtedly the flow of liquid through a narrow tube of 
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rectangular cross-section is far from uniform. The rate will be 
relatively rapid at the center of the tube, slower along the sides, 
and still slower in the comers of the tube. There will, however, 
be a continuous interchange of liquid between these paths^ and 
this turbulence will tend to prevent the liquid that has reacted 
to a certain e.\i:ent from being spread out very far along the tube. 
Turbulence depends upon both velocity and geometrical shape, 
and a rectangular tube should show more turbulence than a 
circular tube. In any case, the optically determined reaction 
time represents an average value. The fast central column would 
actually reach the point corresponding to 50 per cent reaction 
further up the tube, and the slower columns not so far up. But 
the velocity value used in the calculations is also an average 
value, and so the errors involved tend to cancel each other out. 
Houghton and Millikan (7) in discussing this conclude that only 
negligible errors may be expected as due to this non-uniformity 
of flow. 

Two tubes have been made so far, one with a cross-section of 
0.05 cm. by 0.05 cm. and the other of 0.175 cm. by 0.1625 cm. 
The latter has been used in experiments with hemoglobin and 
eiythrocraoiin. 

Mixing 

As the plastic can be machined, it is possible to drill ducts 
through it to cany the reactants to the point where they meet. 
Ducts can also be made by grooving the inner surfaces of the 
plastic side strips or by engraving the sides of the metal spacer. 
There are many possibilities of design and a number of designs 
were tried. 

To study the efficiency of mixing, three methods of observa- 
tion were used. The first and simplest method was to use dilute 
ink in one syringe and water in the other, and to take photo- 
micrographs of the mbdng. This method, however, does not 
permit one to distinguish between fair mixing and complete 
homogeneity. The second method was to use a bentonite sol* 
in both syringes and to place Polaroid disks (set at 45° each side 
of the vertical) before and behind the observation tube, as sug- 

' The author wishes to thank Professor Hauser for this sol which con- 
t^ned particles of 80 to 200 m/i diameter. 
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gested by Hauser (8). With a low powered microscope the lines 
of flow due to the birefringence of the particles could be studied, 
but this method too does not show when mixing is complete. 
Finally, the well known Toepler schlieren method was used, the 
set-up consisting of a mercury lamp with a narrow horizontal 
slit followed by a large lens in front of the observation tube, and, 
then, at a distance beyond the tube, a horizontal adjustable knife 
edge and a telescope fitted with a camera. The large lens focused 
the image of the slit just above the knife edge and on the front 
lens of the telescope, while the telescope was focused on the 
observation tube. One syringe was filled with a 10 per cent 
solution of KCl and the other with water. When the liquids 
were flowing, the image of the lower part of the tube, where 
mixing was incomplete, appeared dark, but higher up, as mixing 
progressed, the image cleared, becoming bright when mixing was 
complete. 

In general it was found that a few high velocity mixing jets, 
entering at the base of the tube, were preferable to a large number 
of jets of lower velocity. Thus poor results were obtained with 
an eight jet mixer, since in this case the jet velocity could not be 
made very much greater than the velocity of flow up the tube. 
One arrangement tried was to have two high velocity fan-shaped 
jets enter at the base of the flow tube, one from each side. This 
was done by scraping away the surface from a small area of the 
metal spacing strip on each side, just below the bottom of the 
central slot, and engraving ducts in the surfaces of the plastic 
side strips so as to bring the liquids to the scraped areas. The 
ducts could come to within a few mm. of the bottom of the ob- 
servation tube and if the scraping were cai’efully done very high 
jet velocities were possible. 

This mixing arrangement was later improved by the addition 
of a small “homogenizer” made on the colloid mill principle, and 
located at the bottom of the observation tube. To construct 
this, first a small slot crossing the bottom of the observation tube 
was filed in the metal spacing strip. Then two sections of small 
brass machine screws (2-56) cut to the length of the cross slot were 
pressed into that slot from either side so as to mesh in the center 
of the tube. These screws were soldered to the spacer at their 
ends to hold them in position and were then filed down to the 



D. DuBois 


131 


surface of the sjjacing strip. Thcj' were also filed from above to 
give a fiat bottom to the observation tube. The result was that 
immcdiatel}' after the initial nii.\ing the reactants had to pass 
together through a 0.2 mm. zigzag slot, with great turbulence, 
appearing above the homogenizer readj' for obsenmtion less than 
0.0005 second after their entrance below. 

AMien this arrangement was tested by the schlieren method 
no solid black phase could he .seen, though there was a shading 
at the bottom of the tube to indicate that there some mi.\ing was 
still in progress. Tliis shading persisted for a distance of 3 mm. 
up the tube (corresponding to about 0.005 second), gradually 
disappearing. Undoubtedly, mixing was largelj' completed in 
the homogenizer. 

A disadvantage of using S 3 'nthetic plastics instead of glass is 
that the. surface of the plastic is easily scratched. It cannot be 
rubbed without injuiy; even lens paper has to be used cautiously. 
It is perhaps bettor to clean it bj' soaking it in the solution of a 
detergent (c.g. Duponol).- Also its temperature coefficient of 
e.\pansion is so different from brass that it should not be left 
with the screws tight except when the machine i.s in use. The 
photocell respond.s to imperfections hardly noticeable to the eyo 
and if the plastic is scratched the record curve of the e.\periment 
is irregular. 

Electrical Circuit 

The electrical circuit is shown in the wiring diagram, Fig. 3. 
The first tube is a Western Electric No. 259B tube, chosen for its 
low grid current. At the voltages applied it operates under 
“floating grid” conditions which allow the use of a high resistance 
in the circuit of the photocell, gi%'ing high sensitivity. It should 
be noted that this tube is not connected as an amplifier but as an 
“impedance changer” and is therefore only slightly sensitive to 
vibration. A low impedance circuit leads from this tube to the 
amplifier proper wffiich is best located at a distance away from all 
mechanical A-ibration. The tubes that follow are all of the type 
6C6. The firet set can be connected as pentodes if more amplifica- 
tion is desired. The last two are connected in parallel with the 

’Lately, carbon tetrachloride has been used for cleaning of the plastic 
strips with satisfactory results. 
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screen grids biased by a C battery. This C battery is adjusted so 
that when no light is falling on the photocell, the current output 
is only just above zero. Then when light impulses reach the 
photocell the galvanometer responds as it would to direct current. 

Procedure 

The procedure followed in testing is first to explore the reaction 
with the aid of small test cells, each having the same thickness 
as the observation tube, but holding only a few drops of liquid. 
A block of these cells is made by cutting notches in a strip of 
metal and by clamping sheets of plastic on each side. The metal 



strip has the same thickness as the spacer used in the construction 
of the observation tube. This block of cells fits on the carriage 
that is used for the calibration wedges, and the cells can be 
brought into the beam of light one at a time. These cells are 
used to determine the best wave-length of light for the experiment 
and also the concentration of the reactants that will give satis- 
factory curves during the test runs. It is, of course, desirable 
to have a large deflection of the galvanometer but the deflection 
had best be kept within certain maximum and minimum limits 
where it is fairly proportional to the light absorption. In the 
experiments with hemoglobin, with the 436 m/x Hg line, almost 
perfect proportionality was found when a 0.1 per cent hemoglobin 
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solution (0.2 per cent in the S3'ringe gi^-ing a 0.1 per cent solution 
in the obsen-ation tube) is being reduced. If, however, much 
more concentrated solutions were used, the light extinction was 
excessive before the reaction was complete. 

Once the suitable concentration of the reactants has been 
determined, it is possible to calculate the concentration to be used 
in the calibration wedges, which will give the same galvanometer 
deflection as found for the test cells, and the calibration cim-e is 
then made (see Fig. 4). 

Before the actual reaction cun'e is recorded, a control curve 
should be made with the syringes so filled that no reaction takes 
place in the obser\-ation tube. For instance, in the hemoglobin 
experiments one sjTingc was filled with 0.2 per cent hemoglobin 
and the other vith water. This cur\-e shows throughout the 
galvanometer deflection corresponding to the start of the reaction, 
modified b}' any irregularities that arc due to the surface condition 




1 
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Fig. 4. Calibration curve, with straight lines superimposed 

of the observation tube. These irregularities tvill, of course, be 
repeated in the reaction cun'e and, if necessarj', the final cun'e 
may be corrected for them. 

At the top of the obsen-ation tube there is a small glass trap 
that retains about 1 cc. of the liquid that has passed through the 
obsen-ation tube. After the reaction cun-e has been recorded, 
this liquid is sucked back into the tube, and a base-line correspond- 
ing to the level of 100 per cent completion of the reaction is added 
to the record by again starting the camera. Finally, the tempera- 
ture and pH of the reaction mixture are measured. 

Calculation of Results 

For any sj-ringes used, the delivery of liquid in cc. per cm. 
compression of the syringes must be measured. Let this be 
designated as F. For any obsen-ation tube used, the cross-sec- 
tion must be determined by a micrometer and measuring micro- 
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scope. Let this be A. The rate of flow along the tube is then 
A/V X S (seconds per cm.) where S is the time in seconds re- 
quired for 1 cm. of syringe compression. If the tube is rising at 
the rate of 0 seconds per cm. and if the record shows that after a 
certain time (R seconds) the reaction has progressed to a certain 
extent (usually to 50 per cent completion), then the distance 
along the observation tube from the point of mixing to that stage 
of the reaction will be R/0 cm., and the time required by the 
reaction to that point will he I = {A/V) X {SR/0). A/V is a 
constant to which a correction must be applied if the time marker 
in the camera is “fast” or “slow.” The final form of the equation 
is t = k {SR/0) seconds. 

A sample reaction curve is shown in Fig. 5. The value of S 
is given by the distance between the centers of the syringe signal 


"F — S-^ 



Fig. 5. A reaction curve with dimensional lines added for the purpose of 
calculation. S represents the time (by time scale) for 1 cm. of syringe 
compression, (0) the time for 1 cm. of observation tube movement, R 
the time for the observation tube to move through the light beam from the 
level of 50 per cent reaction to the level of the point of mixing. The cor- 
responding time of reaction is given by the equation <6o = k{SR/0). 

markings at the top of the record, expressed in seconds as measured 
by the time scale of the curve; and in the same way the bottom 
line of flow tube signal markings gives the value of 0. 

In the determination of R the calibration curve must be con- 
sidered. The ordinate of the reaction curve corresponding to 
say 50 per cent reaction is equal in height to the center ordinate 
of the calibration curve (corrected by proportion if the maximum 
deflections of the two curves are not the same) and the position of 
this ordinate of the reaction curve must be located. The value R 
is measured horizontally from this ordinate to a vertical line 
drawn through the point on the curve corresponding to the point 
of mixing. It is expressed in seconds according to the time scale 
of the curve. The point of mixing is given as the center point 
of one of the lower line of signal marks. The maximum deflection 
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used in the calculation of R is slightly greater than the maximum 
deflection of the curve. It is found by e.\'tending the curve to 
meet the vertical line of the point of mixing. The reason for 
this discrepancy is that the beam of light has a vertical dimension 
and that, at the point of mixing, half of the light is already cut 
off by the base of the obsen’ation tube. 

If the calibration curve is a straight line, the ordinate corre- 
sponding to 50 per cent reaction is equal to half the ordinate at 
the point of mixing. 


TABtE I 


HalJ Time FaJucs (fio) As Measured during Dissociation of Human 
Oxyhemoglobin 


Temperature 

pH 


Temperature 
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8.4 

0.034 
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0.028 

26 j 
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i 0.022 
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8.45 
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26.5 
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! 0.022 1 

26 
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0.033 

27 

8.4 

0.026 

27 

8.4 

! 0.027 

26 

8.4 

0.026 

27.1 

8.4 

0.028 

26 

9.5 

0.024 

27 

8.6 

0.027 

26 

9.5 

0.024 

27 

8.6 

0.030 

23 

8.65 

0.036 





Average 


0.028 


Tests on Hemoglobin 

In order to check this apparatus as it vas being developed, and 
also to obtain additional data, a series of determinations of the 
time required for the half reduction of human oxyhemoglobin 
was made. Alillikan (9) gives this as 0.038 second at 22° and pH 
8.6. He also shows that the rate is independent of pH for values 
above 8.1. 

In these tests mixed blood samples from the New Haven Hos- 
pital were used. The corpuscles were washed with saline at the 
centrifuge, laked, and, after sedimentation of the ghosts at high 
speed, the hemoglobin was diluted to 0.2 per cent with a 0.2 ir 
borate buffer of pH 8.6. The reducing agent was sodium hydro- 
sulfite, 500 mg. of which were dissolved in 100 cc. of 0.2 m boiled 



136 Rapid Chemical Reactions 

borate buffer, adjusted to give a pH of approximately 8.6 to the 
reaction product. 

Disregarding the earliest experiments which were inaccurate 
due to the method used in taking a base-line, we give results 
obtained since October, 1939 (Table I). 

These results are somewhat lower than Millikan’s ko value of 

0.038 second but the temperatures were higher, Avhich might 
account for some of the discrepancy. However, considering the 
differences in construction of the two machines, the agreement 
appears rather satisfactoiy. 


SUMMARY 

An apparatus has been built for the study of the kinetics of 
certain rapid chemical reactions. This apparatus is a modification 
of that described by Thiel and Logemann and is based on the 
Hartridge-Roughton flow principle. The machine records auto- 
matically, in the form of a curve on a time scale, the changes in 
light absorption that occur during the reaction. 

The novel features of the apparatus are: 

1. The observation tube moves vertically through a fixed 
beam of monochromatic light so that the light scans the tube 
during the reaction. 

2. The observation tube is formed with bars of transparent 
plastic, and the ducts which carry the reactants to the point at 
the base of the observation tube, where they mix, are cut or drilled 
in this plastic material. 

3. The process of mixing has been studied by various optical 
methods including the schlieren method, and from a number of 
mixing arrangements tried one has been selected which gives 
satisfactoiy mixing. This mixer is built on the homogenizer or 
colloid mill principle. 

4. A double wedge calibrating device is used to trace a calibra- 
tion curve of the apparatus as a whole. 

5. As the apparatus functions, small lights flash and make 
fiducial marks on the edges of the photographic record. These 
marks together with the reaction curve complete the data neces- 
sary for a calculation of the kinetics of the reaction under study. 

Tests made on the reduction time of oxyhemoglobin are com- 
pared with previous results reported by Millikan. 
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Addendum— While tJic present paper was being prepared for publica- 
tion, Chance described an ingenious, recording apparatus (10) employing 
the “accelerated” and the “stopped" flow principles for the studj- of 
rapid reactions. The time range co\-ercd by the apparatus of Dr. Chance 
(0.3 millisecond to 60 seconds) and its fluid cconom}- arc similar to those 
characteristic of the arrangement here described. 
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ANTICOMPLEMENTARY FACTOR IN FRESH YEAST* 


Bt L. PILLEMER and E. E. ECKER 

(From the Institute of Pathology and the University Hospitals, Western 
Reserve University, Cleveland) 

(Received for publication, August 16, 1940) 

Although the inactivation of complement by yeast cells was 
described by von Dungem (1) as early as 1900, the nature of the 
phenomenon has remained obscure. 

It has been established by Coca (2) that the inactivation by 
yeast is due to the removal or destruction of a relatively heat- 
resistant fraction of complement, and not to the introduction of 
inhibiting substances. Furthermore, Whitehead, Gordon, and 
Wormall (3) employed a zymin preparation, and found that it 
combined either ph 3 ’sically or chemically with the third component 
of complement. 

The present report deals with the preparation of an insoluble 
fraction from fresh yeast which can inactivate, specifically, the 
third component of complement. 

Materials and Methods 

The method of McAnally and Smedley-MacLean (4) was used 
to fractionate the yeast, but the employment of 40 per cent KOH, 
as called for in this method, appeared to be too drastic, inasmuch 
as the resultant insoluble fraction had little or no ability to inac- 
tivate the third component of complement. The method em- 
ployed for the preparation of the insoluble, active fraction follows. 

500 gm. of fresh Fleischmann’s yeast were suspended in 2 
liters of 0.5 m NajHPO^, boiled for 1 hour, and then cooled. 0.5 
gm. of purified tiypsin (WDson special trypsin) was added together 
with a few drops of toluene, and the mixture was incubated at 
37 for 16 days. At the end of this time the mixture was negative 

* Aided by a grant from the Conunonwealth Fund. 
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to protein tests. The supernatant fluid was decanted and dis- 
carded, 2 volumes of 95 per cent ethyl alcohol were added to the 
residue; the latter was then filtered and washed six times with 
95 per cent alcohol. The supernatants and washings were dis- 
carded. The precipitate (Fraction A) was added to 4 liters of 
warm water, boiled for 30 minutes, and allowed to settle; the 
supernatant was syphoned off. This process was repeated two 
times. The original precipitate (Fraction A) was boiled several 
times with distilled water and centrifuged each time while hot, 
the process being repeated until the acid hydrolysis products of 
the supernatant liquids failed to reduce Fehling’s solution. The 
residue was washed repeatedly with absolute alcohol and dried 
as completely as possible. The dried material was then refluxed 
for 3 hours with absolute alcohol, filtered, and finally dried in 
vacuo. The resultant product was a fine, almost white, hygro- 
scopic powder, \vhich was insoluble in hot water, organic solvents, 
and cold alkali. The yield was about 2 per cent. Chemical 
analysis revealed carbohydrate 94 per cent, nitrogen 1.78, mag- 
nesium 2.43, phosphorus 0,4. This fraction was labeled the "in- 
soluble fraction,” and it proved to be the agent responsible for 
the inactivation of the third component. 

This material w^as further fractionated by the following pro- 
cedure. 

2 gm. of the insoluble fraction were added to 100 cc. of cold 1 n 
HCl, and the mixture was kept overnight in the refrigerator at a 
temperature of about 3°. The suspension was then centrifuged, 
and the supernatant, which contained the magnesium-phosphorus 
complex (4) was decanted. The precipitate (Fraction B) was 
added to 1 liter of warm water, boiled for 1 hour, and centrifuged 
w'hile hot. The undissolved material was boiled again several 
times with distilled water, and px’ocessed by a method similar to 
that used in the preparation of the original insoluble fraction. 
The product was designated as Fraction C, and contained 0.54 
per cent nitrogen. All of the insoluble fractions were stored in 
vacuo, since, upon long exposure to air, they adsorbed moisture 
and changes occurred so that they no longer inactivated the 
third component. When such changes occurred, the original 
activity was restored by refluxing the material again with absolute 
alcohol. 
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Immunological 

The methods employed in this laboratory for complement titra- 
tions and for reactivation procedures have been pre\dously de- 
scribed (5). The following method was used in tosting the frac- 
tions. 

Various amounts of the insoluble fractions were added to 50 
voliunes of distilled water, boiled for 30 minutes, and centrifuged. 
The supernatants were drained, and the residues allowed to cool. 
1 cc. of fresh guinea pig serum was added to each fraction, thor- 
oughly mLved with the fraction, and the suspensions were placed 
in a water bath at 37°. The mixtures were shaken by hand everj^ 
10 minutes. After incubation for 2 hours, the mixtures were 
made up to 10 cc. with 0.9 per cent NaCl solution and centrifuged 

TablJ; I 


Action of Various Conslilucnls of Yeast on Third Component of Complement 


Yeast fraction 

JJiniiafll amopot 
. necesar>’ for 
insetiration of third 
component of 
complement 


tn?. 

Fraction A 

250 

“ B 

60 

“ C 

50 

Insoluble fraction 

10 

Fresh yeast ... 

250 



clear. The pH of the supernatants was adjusted to 7.2, and com- 
plementaiy acti\dties were immediately determined. Reactiva- 
tion experiments were carried out directly afteru^ard. The soluble 
fractions were added directly to 1 cc. of serum, and treated there- 
after in the same manner as were the insoluble fractions. The 
amounts employed and the anticomplementaiy action of each 
fraction are given in Table I. 

Results 

It is seen in Table I that the insoluble fraction inactivated the 
third component of complement m amounts only one-twenty- 
fifth of the required amount of fresh yeast. After the cold HCI 
treatment of the insoluble fraction, which resulted in a loss of 25 per 
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cent of the carbohydrate, a loss of 70 per cent of the total nitrogen, 
and a loss of 75 per cent of the magnesium-phosphorus complex, 
the insoluble fraction still possessed marked anticomplementaiy 
power. None of the soluble fractions inactivated the third component. 
Since all of the active, isolated fractions were insoluble, it is al- 
together possible that the inactivation of the third component is 
due to an adsorption of a heat-resistant component of blood serum. 
Further study of the phenomenon is in progress. 

SUMMARY 

An insoluble fraction isolated from fresh Fleischmann’s yeast is 
the agent responsible for the anticomplementary properties of 
the yeast. 

It is suggested that the inactivation of the third component of 
complement is due to the adsorption of a relatively heat-resistant 
fraction of blood serum. 
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OSMOTIC PRESSURE OF EGG ALBUMIN SOLUTIONS 
bt henry b. bull 

(From the Department of Chemistry, Northwestern University Medical School, 

Chicago) 

(Received for publication, June 13, 1940) 

Values for the molecular weight of egg albumin have been re- 
ported on numerous occasions. There is, however, a disconcerting 
lack of agreement between these values as is shown in Table I. 

It is the purpose of this paper to attempt to eliminate some of the 
uncertainty regarding the molecular weight of egg albumin, with a 
new and simple osmotic pressure apparatus. Some related 
considerations are reported. 

EXPERIMENTAL 

The form of the osmotic pressure apparatus finallj' adopted was 
inspired b}' that of Oakley (12). Its construction, shown in 
Fig. 1, is largely self-explanatory. All glass parts were made of 
Pyrex. The capillarj' tube w'hich was 0.2 mm. in diameter was 
furnished bj^ the Corning Glass Works. Its uniformity of bore 
was tested and found to be sufficient for our purposes. The col- 
lodion sac Avhich contains the buffered protein solution is attached 
to the indicated glass tube by first coating the glass tube with 
stop-cock grease and then slipping the sac over the end of the tube 
and winding tighth' with rubber bands. The 2-hole rubber stop- 
per, with the collodion sac filled with buffered protein solution 
(about 20 cc. are required for each e.xperiment) in place, is coated 
with stop-cock grease and inserted into the larger tube which is 
completely filled with buffer. The rubber stopper is held in place 
hy means of a metal clamp (not shown in Fig. 1). Toluene is 
added from the top of the capillar^’' and forced down the capillary 
with a gentle air pressure. Small, 1-hole, rubber stoppers are 
placed in the tubes containing the buffer solution and the protein 
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solution. Their purpose is to decrease evaporation during the 
experiment. 

The whole apparatus is clamped in a fixed position in a constant 
temperature bath at 25°. The stop-cock is allowed to remain 
open and the levels of the menisci of the buffer solution, of the 
protein solution, and of the toluene observed with a cathetometer. 


Tablk 1 

Values for Molecular Weight of Egg Albumi7i Reported by Various Workers 


Method 

Mol. wt. 

Workcra 

Biblio- 

graphic 

refer- 

ence 

No 

Osmotic pressure . 

34,000 

Sdrensen 

1 

Chemical analysis 

33,800 

Cohn, Hendry, 

Prentiss 

2 

Ultracentrifuge (equilibrium) 

34,500 

Svedberg and 
Nichols 

3 

Recalculation of Sdrensen’s data 

43,000 

Adair 

4 

Osmotic pressure 

43,000 

Marrack and Hewitt 

5 

“ “ (1 determination) 

36,000 

Burk and Greenberg 

6 

tl (( 

46,000 

Taylor, Adair, 

Adair 

7 

Chemical analysis 

35,700 

Bergmann and Nie- 
mann 

8 

Ultracentrifuge (equilibrium) 

40,500 

Svedberg and Peder- 
sen 

9 

" (sedimentation) 

44,000 

Svedberg and Peder- 
sen 

W 

Chemical analysis 

36,800 

Bernhart 

11 

Osmotic pressure . 

45,160 

Bull (present in- 
vestigation) 



* If the diffusion constant of Poison (10) is used, a molecular weight of 
44,500 is obtained. 


The stop-cock is then closed. The toluene meniscus immediately 
begins to drop as buffer solution flows into the collodion sac. 
Equilibrium is usually attained within 2 hours, although observa- 
tions are continued for several hours thereafter to be certain that 
equilibrium has been reached (usually overnight). At the end of 
the experiment the stop-cock is opened and the initial levels of the 
buffer solution, of the protein solution, and of the toluene are 
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checked. The difference in the level between the protein solution 
and the buffer solution is converted into cm. of water. Likewise 
the difference in the level between the initial and equilibrium 
positions of the toluene meniscus is converted into cm. of water. 
The osmotic pressure is calculated as the sum of these two 
pressures. 

This method of calculation introduces two small errors. Diudng 
a measurement the toluene-buffer meniscus also drops, owing to 
flow of buffer into the collodion sac. This means that the change 
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Fig. 1. Osmotic pressure apparatus 

in hydrostatic pressure will not be exactly given by multiplying 
the change in height of the toluene-air meniscus by the specific 
gravity of toluene. The change in level of the toluene-buffer 
meniscus is so extremely small, however, owing to the size of the 
capillar}^, that it has been neglected. Another error which is 
somewhat ambiguous arises from the fact that the specific gravities 
^ the buffer solution and the protein solution are not exactly 
equal, which means that the hydrostatic pressure difference 
e ween the outside and inside of the collodion sac is not every- 
" ere the same and is not exactly equal to the difference in level 



146 Osmotic Pressure of Albumin Solutions 


between the buffer and protein solution menisci multiplied by the 
specific gravity of the protein solution. Calculation shows that 
this error amounts to less than 1 per cent even in the more concen- 
trated protein solutions. Neglecting this correction tends to give a 
lower osmotic pressure than is actually the case and accordingly a 
smaller molecular weight would be obtained if the correction were 
applied. Actually, this effect is almost exactly counterbalanced 
by a neglect of protein hydration to be discussed later on. 

The apparatus is easily and quickly constructed at a very modest 
cost. The only part of it which requires some skill and practice 
to make is the collodion sacs. These should be uniform and of the 
proper porosity. The method used is to fill a clean test-tube of the 
proper dimension with Merck’s u.s.p. collodion. The tube is then 
emptied as completely as possible of collodion, but not allowed to 
drain. The tube is then rotated slowly in a horizontal position 
until the collodion is dried sufficiently so that it does not flow. 
The tube is then connected to a vacuum line and dried for 15 
minutes. The tube receives another treatment with collodion and 
is again dried. The sac is then removed from the test-tube with 
the aid of water. 

During an experiment, the temperature of the water bath fluc- 
tuated between certain narrow limits. This fluctuation in tern 
perature produced expansions and contractions of the fluid within 
the osmotic pressure apparatus which were reflected in movements 
of the toluene meniscus. These movements of the toluene 
meniscus amounted in some cases to as much as 2 mm. In order 
to measure the osmotic pressure, it was necessary to plot the 
position of the toluene meniscus as a function of time at minute 
intcivals for 10 minutes, and then draw a median line through the 
distorted sine wave curve. The median line was taken to repre- 
sent the true pressure. 


The egg albumin was prepared by the method of Kekwick and 
Lannan (13)_ and recrystaUized three times. It was then dialyzed 
against distilled water until it was sulfate-free. The protein 
concentration was determined by drying a given volume of the 
solution to a constant weight at 105° in a vacuum oven. Three 
preparations of egg albumin were used in this investigation; the 
lesults from the three preparations were indistinguishable. 
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Results 

Fig. 2 shows the course of attainment of osmotic equilibrium 
across an unusually dense collodion sac (required a longer time 
than usual to reach equilibrium). The lower curve gives the 
results for equal concentrations of buffer inside and outside of the 
collodion sac, while the upper cuia'e illustrates what happens 
when the concentration of the buffer inside (0.1 m) is twice as great 
as that outside (0.05 m). Evidently the same osmotic pressure 
is attained irrespective of initial distribution of buffer and accord- 
ingly small errors in buffer concentrations will not affect the results. 



Fig. 2. Registered osmotic pressure as a function of time. The lower 
curve represents 0.05 n sodium acetate buffer inside and outside the col- 
lodion sac; the upper curve, 0.05 n sodium acetate buffer outside and 0.10 x 
inside. 

Table II shows the osmotic pressure data of egg albumin solu- 
tions in a 0.05 m sodium acetate buffer at pH 4.70. The molecular 
weights have been calculated by use of the equation of Burk and 
Greenberg (6), M = CdRT/lQOP, where C is the protein concen- 
tration in gm. per 100 gm. of buffer solution, d is the density of the 
buffer solution, R is the gas constant and is expressed in cc.-cm. of 
water per degree, T is the absolute temperature, and P is the os- 
motic pressure in cm. of water (at 25°). Inserting numerical 
values for the constants, we have ilJf = 2.530 X 10® X C/P. 

In the calculation of the molecular weight of egg albumin the 
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first two values in Table II w^ere excluded because it was felt that 
the osmotic pressures were so small in these two cases that these 
determinations were not very accurate. The average of the 
remaining twenty-one values was 45,160 with a standard deviation 
of the mean of 180. 


Table II 


Osmotic Pressure of Egg Albumin Solutions 


Protein concentration 
per 100 gm. buffer 

Water pressure 
(25») 

C 

P 

Mol. wt. 

gm. 

0.085 

cm. 

0.540 

0.1574 

39,822 

0.257 

1.289 

0.1994 

50,448 

0.342 

1.981 

0.1726 

43,668 

0.428 

2.441 

0.1753 

44,351 

0.514 

2.874 

0.1788 

45,236 

0.687 

3.837 

0.1790 

45,287 

0.859 

5.020 

0.1711 

43,288 

1.032 

5.917 

0.1744 

44,123 

1.292 

6.981 

0.1851 

46,830 

1.553 

8.772 

0.1770 

44,781 

1.729 

9.405 

0.1838 

46,501 

1.948 

10.980 

0.1774 

44,882 

2.080 

11.009 

0.1792 

45,338 

2.168 

12.203 

0.1777 

44,958 

2.484 

13.933 

0.1783 

45,110 

2.610 

14.547 

0.1794 

45,388 

2.610 

14.560 

0.1793 

45,363 

2.906 

16.146 

0.1800 

45,540 

3.230 

17.889 

0.1806 

45,692 

3.230 

17.904 

0.1802 

45,601 

3.230 

17.749 

0.1818 

45,995 

3.502 

19.603 

0.1786 

45,186 

3.759 

21.019 

0.1788 

45,236 


UlbCUSSION 


The molecular weight of 45,160 for egg albumin is in beeping 
nitfi the osmotic pressure measurements of Adair ei aL It is 
somewhat higher than that obtained by the ultracentrifuge and 
IS not in agreement with the result from chemical analysis as 
calculated by Bergmann and Niemann (8). 
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It is to be emphasized that molecular weights calculated from 
osmotic pressure as reported in this paper are anhj'drous molecular 
weights. l\Tiat an osmotic pressure measurement does in essence 
is to indicate the number of particles which cannot pass through a 
membrane in a given weight of solution. The concentration of 
protein in solution is e-^pressed on a drj- weight basis and accord- 
ingly the molecular weight calculated on this basis gives a dry 
molecular weight. There is a small error introduced by the neglect 
of hydration. For e-vample, egg albumin in solution is hj'drated 
to the e-vtent of about 36 per cent (14). This means that for a 
solution containing 2 gm. of egg albumin in 100 gm. of buffer 
solution 0.72 gm. of water is bound and presumably not avail- 
able to act as solvent for the protein. The concentration of the 
protein is then effectively 100.72 per cent of the calculated value 
and accordingly the molecular weight would be greater if this 
correction were applied. As indicated prernousl}’, this error is 
in the opposite direction to and of the same order of magnitude as 
that introduced by the neglect of the difference in density of the 
protein solution and of the buffer solution. Both corrections 
have been neglected. 

Both h 3 'dration and molecular asj'mraetry tend to increase the 
viscosity of protein solutions and to decrease the rate of diffusion 
of proteins in solution. It has not been possible to separate the 
influence of these two factors, and according^ their true role 
in diffusion and in ^’iscosity remains ambiguous. It is interesting 
to consider the case of egg albumin in light of the present research 
together with work reported in the literature. 

Since, as indicated, egg albumin is probably' hj^drated to the 
extent of 36 per cent, its hj’drated molecular weight must be 136 
per cent of its anhj'drous molecular weight. The anhj^drous 
molecular weight is, as we have shown in the present investigation, 
45,160 and according^'’ the hj-drated molecular weight of egg 
albumin is 61,438. The density of egg albumin containing 36 
per cent water is 1.202 (14), and, therefore, the hj^drated molecular 
volume of egg albumin is 51,113. If the egg albumin molecules 
be assumed to be spherical, the radius of the molecule is calculated 
to be 2.72 X 10~“ cm. Substituting this value in the Sutherland- 
Einstein diffusion equation for spherical particles, we find the 
diffusion constant of hydrated, spherical egg albumin molecules 
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in pure water and at 20 ” to be 7.79 X 10-^ sq. cm. per second. By 
the same method of calculation the diffusion constant of unhy- 
drated, spherical egg albumin molecules (molecular weight of 
45,160 and density of 1.34) in pure water and at 20° is 8.96 X 10“'^ 
sq. cm. per second. The experimental value for the diffusion 
constant at 20° and in pure water is 7.76 X 10“'^ sq. cm. per second 
(10). The agreement between the diffusion constant calculated 
for hydrated, spherical molecules and the experimental value 
is indeed remarkable and indicates that the egg albumin molecule 
is substantially spherical. It will be recalled that the above 
argument is practically identical with that of Adair and Adair 
(15). This type of calculation should be applied to other proteins 
in addition to egg albumin. 

If 124 is granted as the average residue weight of egg albumin 
(8) and the carbohydrate content (16) is subtracted from the 
weight of the protein, the total number of residues in the egg 
albumin molecule is 354. This contrasts sharply with the value 
of 288 residues calculated by Bergmann and Niemann (8). 

SUMMAKY 

1. An apparatus is described for the rapid and accurate deter- 
mination of the osmotic pressure of protein solutions. 

2. The molecular weight of egg albumin has been determined 
by osmotic pressure measurements and found to be 45,160. It is 
emphasized that this is an anhydrous molecular weight. 

3. The hydrated molecular weight of egg albumin has been 
estimated to be 61,440. The diffusion constant of a spherical 
particle with this molecular weight has been calculated and 
compared with the experimental value. The close agreement of 
the two values is taken to indicate that the egg albumin molecule 
is essentially spherical. 

4. The number of amino acid residues in egg albumin is calcu- 
lated to be 354. 
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{From the Division of Plant Nutrition of the College of Agriculture, Unicersitg 
of California, Berkeley) 

(Received for publication, April 20, 1940) 

The general equation approximately describing the reactions 
by tvhich methane-producing bacteria obtain their energj* is 

4 H 5 A -f COs — 4A + CH< + 2HjO (1) 

where HjA represents an oxidizable compoimd, and A its oxidation 
product (1,2). In this paper we shall consider principally three 
questions, (a) WTiat o.xidizable compounds can be used by 
Methanohaderium omelianshii and what transformations do they 
undergo? (6) What substances, if any, can replace CO« as an 
oxidizing agent? (c) How much of the substrate carbon is 
converted into cell material and what is its source, CO 2 or H«A? 

Oxidation Readions 

Qualitative Experiments — ^The ability of Methanobacterium 
omelianskii to oxidize various organic compounds has been deter- 
mined by growth experiments -nith the following medium (Medium 
B) made up with tap water, oxidizable compound 0.3 to 1.0 per 
cent, KsHPO^ 0.5, KHjPO^ 0.7, (NH 4 ) 2 SO< 0.03, MgSO^-TH.O 
0.01, FeSO^-THiO 0.001, and 2 per cent by volume of a saturated 
CaS 04 solution. Immediately after autoclaving 1.0 to 1.5 cc. 
of a 1 per cent NaS-OHsO solution and 5 to 8 cc. of a 5 per cent 
Na-COj solution are added per 100 cc. The final pH is 7.4 to 
7.7. All cultures were incubated under strictly anaerobic con- 
ditions at 35-38°. The details of the cultural technique and a 
description of the pure culture used are given elsewhere (3). 
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The experiments show that the only types of compounds uti- 
lized by Methanobacterium omelianskii are simple primary and 
secondary alcohols. Ethanol, n-propanol, isopropanol, n-butanol, 
isobutanol, secondary butanol, and 7i-pentanol are oxidized. 
It is probable that higher alcohols of the same types can also be 
oxidized, though they have not been tested. Methanol and terti- 
ary butanol are not attacked, nor are any of the other common 
organic substrates tested. These include formate, acetate, 
propionate, n-butyrate, n-valerate, lactate, malate, succinate, 
glucose, glycerol, mannitol, 2,3-butylene glycol, yeast autol- 
ysate, and tryptone. It is particularly noteworthy that neither 
the fatty acids nor glucose is decomposed. 

It should be mentioned here that although media containing 
formic acid as the sole oxidizable constituent cannot support the 
grovi;h of Methanobacterium omelianskii, formic acid can under 
certain conditions be decomposed. The decomposition of formic 
acid will be discussed further below. 

The products of the oxidation of primary alcohols are the 
corresponding fatty acids. Acetic acid formed by the oxidation 
of ethanol was identified by the sodium uranyl acetate micro- 
chemical reaction and was shown to be pure acetic acid by Du- 
claux distillation. The other volatile acids (propionic, n-butyric, 
isobutyric, and valeric) were both identified and shown to be 95 
to 100 per cent pure by the Duclaux method. 

The secondary alcohols, isopropanol and isobutanol, are oxidized 
to the corresponding ketones, acetone and ethyl methyl ketone. 
These ketones were identified by the melting points of their 
2 , 4-dinitrophenylhydrazones. 

The quantities of the various oxidation products were in all 
instances fairly large. Although in this particular set of experi- 
ments accurate determinations of the quantities of alcohol oxidized 
and of products formed were not made, the two were undoubtedly 
of the same order of magnitude. 

Oxidation of Ethanol. Quantitative Experiments — It has been 
shown above that acetic acid is the only volatile acid formed from 
ethanol. This does not exclude the possibility that other prod- 
ucts such as carbon dioxide are also formed. Although a com- 
plete oxidation of ethanol appeared improbable in view of experi- 
ments previously carried out with enrichment cultures (1), still 
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it seemed higWy desirable to check the point experimentally vrith 
a pure culture. Quantitative carbon balance experiments were 
therefore undertaken. 

The fermentations were carried out in all-glass vessels contain- 
ing about 250 cc. of IMedium B. Incubation was at 37°; oxj'gen 
was removed by oxsorbent, an acid chromous chloride preparation. 
The evolved gases were collected over mercury. Samples of the 
medium were removed for analysis immediately after inoculation 
and after the fermentation had ceased (5 to 10 days). Ethanol 
was separated by distillation and estimated by Northrop's method 
(4). Acetic acid was determined by direct steam distillation and 
titration after suitable corrections for carbon dioxide and in- 
complete recovery were applied. Dissolved carbon dioxide was 
estimated by the Van Slyke manometric technique (5); gaseous 
carbon dioxide and methane were collected over mercury and were 
determined by ordinary methods of gas analj’sis. Dissolved 
methane was calculated from solubility data. 

The results of four such experiments are presented in Table I. 
The experiments differ ndth respect to the substance limiting the 
catabolic reaction. In Experiments 1, 2, and 3, ethanol was 
present in excess; the quantity of carbon dioxide therefore de- 
termined the amount of alcohol oxidized. In Experiment 4 
carbon dioxide was present in excess and ethanol was limiting. 

Experiments 1, 2, and 3 of Table I show that acetic acid accounts 
for 93 to 96 per cent of the ethanol oxidized. The discrepancy 
between the ethanol oxidized and acetic acid formed cannot be 
due to a production of carbon dioxide, since if this occurred the 
net disappearance of carbon dioxide would be decreased. No such 
effect is evident; the uptake of carbon dioxide is if anything 
slightly greater than is required by Equation 2. It will be shown 
below that the discrepancy between ethanol and acetic acid is 
caused by conversion of part of the alcohol into cell material. 

Since in Experiments 1, 2, and 3 the oxidizing agent, carbon 
dioxide, was limiting while ethanol was present in excess, it is not 
surprizing that the oxidation of the latter compound was incom- 
plete. A much more rigorous test of the ability of Methandbade- 
rium omelianskii to oxidize ethanol to carbon dioxide is provided 
by Rxpeiiment 4 in which carbon dioxide was present in excess 
while ethanol was limiting. Even under these conditions, how- 
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ever, the organism appears to be unable to oxidize ethanol beyond 
the stage of acetic acid. 

From the above experiments it maj’ be concluded that the over- 
all catabolic reaction carried out by Methanobaderium omelianskii 
is closely described by the equation, 

2 C 1 H 5 OH + COj — 2CH,COOH + CH 4 (2) 

This is in agreement with the conclusion reached pre\'iously (1) 
from e.xperiments \rith enrichment cultures. 

Oxidation of Butanol — In order to see whether the oxidation of 
butanol goes beyond the stage of butyric acid, a quantitative 
fermentation experiment was undertaken in which butanol was 
limiting, carbon dioxide being present in excess. The medium 
and conditions were essentially the same as in the experiments 
described above except that butanol (0.5 volume per cent) was 
substituted for ethanol. The fermentation of butanol being much 
slower than the fermentation of ethanol, the culture (1000 cc.) 
was allowed to incubate for 21 days at 37°. At the end of this 
period gas production had practically ceased. 

The analytical data showed that butyric acid (17.0 mil) ac- 
coimts for 97 per cent of the butanol decomposed (17.5 mii). 
It may be concluded that the ojddation of butyric acid to 2 
molecules of acetic acid, previously thought on the basis of experi- 
ments with enrichment cultmes to be brought about by Methano- 
baclerium omelianskii (1), is probably due to another organism. 

Quantitative fermentation experiments with other alcohols 
have not been undertaken. It may be expected, however, on the 
basis of the qualitative results reported above that higher alcohols 
are in general oxidized (without regard to synthetic reactions) 
only as far as the corresponding fatty acids or ketones. 

Redudion Readions 

The second main problem undertaken was to find out what 
compoimds, if any, can replace carbon dioxide as an oxidizing 
agent for Methanobaderium omelianskii. The compounds that 
have been tested are methyl alcohol, formic acid, nitrate, sulfate, 
and oxygen. 

A qualitative e.xperiment to test the reducibility of the above 
compounds under normal physiological conditions was carried 
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out with growing cultures. To Medium B containing an excess 
of ethanol as the oxidizable constituent, a small, limiting amount 
of carbon dioxide and 0.3 per cent of the various compounds to 
be tested (except oxygen) were added. Oxygen was supplied by 
exposing the cultures (test-tubes) to air; all other cultures were 
incubated under strictly anaerobic conditions. When all activity 
had ceased, the media were analyzed for acetic acid. It was 
expected that any substance acting as an oxidizing agent would 
increase the yield of acetic acid over that amount equivalent to 
the carbon dioxide available. 

The results showed that oxygen and nitrate are toxic, since no 
acid production occurred in their presence. Sulfate and methanol 
appear to be completely inert, since they did not significantly in- 
crease or decrease the formation of acetic acid as compared with the 
control. Formate is the only substance utilized. Not only was 
the amount of acetic acid approximately doubled in the formate 
cultures but formate had almost completely disappeared. 

Decomposition of Formic Add — The decomposition of formic 
acid in the above experiment may appear to contradict earlier 
results (see above) which indicated that formic acid is not attacked. 
The contradiction, however, is only apparent, for the conditions 
of the two experiments were quite different. In the former 
formic acid was the sole oxidizable constituent of the medium, 
while in the latter ethanol was present as well. 

In order further to clarify the conditions necessary for the 
decomposition of formic acid, the growth experiment summarized 
in Table II was set up. The essential features of the media used 
are given in Columns 2, 3, and 4. Column 5 shows whether or 
not growth occurred during 20 days incubation. The remaining 
columns are self-explanatory. The data given are averages of 
duplicate experiments. 

The data show that Methanohaclerium omelianskii cannot live 
with formic acid alone (Culture 1) or with formic acid plus carbon 
dioxide (Culture 2). In the absence of ethanol no growth oc- 
curred. These results corroborate the conclusion reached pre- 
viously that formic acid cannot replace ethanol as the oxidizable 
substrate. Cultures 4, 5, and 7, all of which contain ethanol, 
carbonate, and formate, show, however, that formic acid can be 
decomposed. In all three cultures considerable quantities of 
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formic acid disappeared and tliere was a corresponding increase 
in acetic acid as compared to the control culture with alcohol and 
carbonate onlj* (Culture 3 ). It is signiGcant that the decomposi- 
tion of formic acid is dependent upon the presence of carbon 
dioxide as well as of alcohol. Culture 6 shoTO that in the ab- 
sence of carbon dioxide no growth and no significant formate 
decomposition occur. 

We may conclude that formic acid, though decomposed under 
suitable conditions, cannot replace either carbon dioxide as a 
sole hydrogen acceptor or ethanol as a sole hydrogen donor in the 


Table II 

Conditions for Decomposition of Formic Acid 
The quantities are expressed in mg. per 100 cc. 


Culture 

No. 

(I) 

Compoaitioa of medium j 

Growth 

(5) 

Final 

HCOOH 

(6) 

Decoa* 

posed 

HCOOH 

(7) 

Acetic acid 

(8) 

CiHiOn 

(2) 

HCOOH 

(3) 

; NasCOi 
<4) 

1 

0 

207 

0* 


2071 

01 

0 

2 

0 

207 

loot 

— 

2071 

01 

0 

3 

700 

0 

loot 

"1“ 

0 

0 

237 

4 

700 

67 

loot 

+ 

17 

60 

311 

5 

700 

13S 

loot 


36 

102 

355 

6 

700 

207 

0* 

— 

206 

1 

0 

7 

700 

260 

loot 

+ 

5 

255 

563 


* CO- was removed with KOH. 
t Estimated, not determined. 

t Additional COi was available from the K.COrpyrogallol mixture used 
for removing oxygen. 


metabolism of Meihanohacterium omelianskii. The failure to 
replace carbon dioxide strongly indicates that formic acid cannot 
be an actual intermediate in the reduction of carbon dioxide to 
methane. Nevertheless formic acid is ultimately reduced to 
methane, approximately 1 molecule of methane being formed per 
molecule of formate decomposed. In one experiment 11.1 mM 
of CH4 were formed from 9.5 mxi of CO2 and 2.2 mxi of HCOOH. 

Further etidence that formic acid is not an intermediate in 
carbon dioxide reduction is furnished by measurements of the 
relative rates of formic acid' and carbon dioxide decomposition. 
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Several such measurements were carried out with growing cultures 
containing ethanol as the oxidizable component. The results 
in all instances showed that formic acid is decomposed somewhat 
more slowly than carbon dioxide. The molecular ratio of formic 
acid to carbon dioxide decomposed varied from 0.23 to 0.81. 
Data from a typical experiment are given in Fig. 1. Medium B 
containing 0.18 per cent sodium formate was used. 



Fig. 1. Relations among carbon dioxide decomposition, formic acid 
decomposition, and acetic acid formation in a growingculture of Methano- 
haclcriwn omelianskii. 

It can be seen in Fig. 1 that formic acid decomposition follows 
much the same time curve as does acetic acid formation; the two 
chemical changes are in fact almost proportional to one another. 
This is emphasized in the inset in Fig. 1, where the amount of 
formic acid decomposed is plotted as a function of the acetic acid 
formed. An approximate curve for carbon dioxide uptake is 
included for comparison. In this experiment the molecular 
ratio of formic acid to carbon dioxide decomposed was 0.42. 

In some experiments the proportionality between formic acid 
decomposition and acetic acid formation was not quite so close, 
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the formate tending to decompose relatively more rapidly in the 
later stages of the fermentation. 

It should be emphasized that although the above experiments 
show that formic acid can be converted into methane, they do not 
pro\dde any evidence as to the nature of the primarj’- reaction 
which formate undergoes. This could be either an oxidation or a 
reduction. The question of the mechanism of formate decomposi- 
tion will be considered in a later communication. 

Toxicity of Niirate—lt has already been mentioned that the 
development of Methanobaderium omelianskii is prevented by 0.3 
per cent potassium nitrate. In order to confirm this result and to 
find the lowest concentration of nitrate that will just inhibit 
growth, two further experiments were carried out. 

In the first experiment, the following KNOj concentrations 
were added to jMedium B, 0, 0.05, 0.10, 0.20, and 0.4 per cent. 
Rapid and abundant growth occurred without nitrate. With 
nitrate, inhibition was veiy marked at 0.05 per cent and was 
almost complete at 0.10 per cent. At higher concentrations there 
was no development after 7 days. 

A second e-xperiment showed that the limiting IQ^Os concentra- 
tion for growth is about 0.08 to 0.10 per cent. Below 0,02 per 
cent nitrate no inhibition was observed. 

Assimilation of Carbon 

It has been shown that the oxidation of ethanol by Methano- 
baderium omelianskii may be represented appro.ximately by 
Equation 2. As has previously been mentioned, this equation is 
not an exact description of the over-all reaction carried out by this 
organism because the synthesis of cell material is disregarded. 
From the point of view of the \dtal actirities of the organism, 
the S5mthesis of cell material is naturally of the first importance. 

Because of the physiological peculiarities of the methane 
bacteria, their synthetic or assimilatorj' actmties have a special 
interest. Microorganisms are commonlj' dirdded into two large 
physiological groups on the basis of the types of carbon compound 
from which they build their cell material. One group, including 
the chemoautotrophic and photoautotrophic bacteria, synthesizes 
all cell materials from carbon dioxide. The other group, compris- 
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ing all chemoheterotrophic organisms, appears^ to assimilate 
mainly the carbon of organic compounds. There is also a third 
group of organisms, the photoheterotrophic bacteria (Athior- 
hodaceae and Thiorhodaceae), that probably assimilates directly^ 
large amounts of both organic carbon and carbon dioxide carbon. 
hJow the methane-producing bacteria, like the photoheterotrophie 
bacteria, combine certain characteristics of both heterotrophic 
and autotrophic metabolism in that they are able both to oxidize 
organic compounds and to reduce carbon dioxide. It must be 
emphasized at once, however, that the ability to utilize both 
organic compounds and carbon dioxide is not in itself any proof 
that these bacteria assimilate carbon from both sources. It is 
quite possible that only one of the two substances serves as a 
source of cell material, the other fulfilling some other essential 
function, such as acting as an oxidizing or reducing agent. 

In the special case of Methanohacterium omelianskii there are 
at least three possibilities for the synthesis of cell material. The 
carbon for cell synthesis might come from ethanol alone, from 
carbon dioxide alone, or from both compounds. 

Before the evidence in favor of one or the other of these sources 
of carbon is considered, it will be desirable to present data showing 
the magnitude of cell synthesis, and the relation between synthesis 
and the dissimilation reaction expressed by Equation 2. 

To determine the quantity of cell synthesis. Medium B, con- 
taining ammonium sulfate as the sole nitrogen source, was used. 
As growth occurs in this medium, ammonia nitrogen is converted 
into organic nitrogen in the cells. This cell nitrogen can be meas- 
ured as the difference between total (Kjeldahl) nitrogen and am- 
monia nitrogen. The nitrogen determinations were carried out 
directly on 10 cc. aliquots of the fermented culture medium by 
micromethods. Suitable blank corrections were made on the 
reagents and the culture medium. 

Several series of cell nitrogen determinations were carried out. 
In each series the amount of bacterial growth in individual cultures 

» Recent work by Wood and Workman (6) and others indicates that car- 
bon dioxide may be utilized by various heterotrophic bacteria. Ruben 
et al. (7, 8) have proved with the aid of radioactive carbon that small 
amounts of COj are assimilated by many heterotrophic organisms. 

’ Private communication from Professor C. B. van Niel. 
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vras varied over a considerable range by adding different initial 
quantities of sodium carbonate, the carbon ^oxide supply being 
limiting. Acetic acid as well as cell nitrogen was determined on 
each culture after growth and fermentation had ceased. The 
combined restdts of several series of determinations are shown in 
Fig. 2, where cell nitrogen is plotted as a function of the quantity 
of acetic acid formed. The latter, as has been previously shown 



Fig. 2. Relation between cell nitrogen and acetic acid formation 

(3), is a direct measure of the amount of ethanol and carbon dioxide 
converted. 

Fig. 2 shows that under the conditions chosen the quantity of 
cell nitrogen is a linear function of the acetic acid formed. This 
linear function is of considerable interest in itself, for it shows that 
in anaerobic as well as in aerobic organisms catabolism and anabo- 
lism are closely connected if not completely interdependent 
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processes. From the slope of the line it CEn be cElculEted thEt 
6.75 mg. of cell nitrogen Ere formed per gm. of Ecetic Ecid. Since 
the Ecetic Ecid in such e fermentEtion Eccounts for only Ebout 
94 per cent of the Elcohol oxidized (Tuble I), 8.2 mg. of cell nitrogen 
Ere formed per gm. of etliEnol decomposed. 

From the Ebove dEtE on nitrogen EssimilEtion, the quEntities 
of CErbon EssimilEted ceii be cElculEted provided the rEtio of 
CErbon to nitrogen in the bEcteriEl cells is kno'wn. This rEtio hES 
been estiniEted Epproximntely by determining the nitrogen con- 
tent of cells gro^vn under conditions compEruble to those existing 
in the Ebove experiments. The nitrogen content wes found to be 
10.6 per cent on e dry weight, Esh-free bEsis. Assuming e CErbon 
content of 50 per cent (which CEn hErdly differ by more thEn 2 
to 3 per cent from the true VElue), the C:N rEtio would be 4.7. 
The CErbon ESsimilEted is therefore 38.6 mg. per gm. of ethnnol 
decomposed, 74 mg. per gm. of ethanol CErbon, or 59 mg. per gm. 
of substrEte (ethEnol plus carbon dioxide) carbon. 

Because of the rather large quantity of cell material formed, it 
appeared possible to decide by analytical methods which of the 
three sources of cell carbon mentioned above is actually utilized. 
For if the cell material originates exclusively from ethanol, the 
carbon of the recovered acetic acid should be approximately 7 
per cent less than the carbon of the alcohol decomposed, while the 
carbon dioxide and methane carbons should balance. If; on the 
contrary, the cell material is derived only from carbon dioxide, 
the methane carbon should be about 28 per cent less than the 
carbon dioxide carbon, while the ethanol and acetic acid carbons 
should balance. Or, finally, if both ethanol and carbon dioxide 
contributed to the cell material, there should be a carbon dis- 
crepancy in both the oxidation and the reduction reactions. 

In order to obtain significant evidence on the source of cell 
carbon by the method indicated, it was necessary to carry out 
analyses of a rather high order of accuracy. The over-all analyt- 
ical error should, if possible, not exceed 2 to 4 per cent, whereas 
in most analyses of the type required the over-all error is consider- 
ably greater, usually 4 to 8 per cent. Fortunately in the present 
case, the medium to be analyzed was sufficiently simple so that 
nearly the desired accuracy could be attained by giving careful 
attention to details of procedure. 
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The results of three carbon balance experiments vnll be pr^ 
sented. Analytical data oP the transformations of ethanol, acetic 
acid, carbon dioxide, and methane in these experiments have al- 
ready been given in Table I (Experiments 1, 2, and 3). The data 
show that the yield of acetic acid is always too low to account for 
the ethanol oxidized, whereas in two of the three experiments 
(Kos. 1 and 2) the quantity of methane corresponds very closely 
to the carbon dioxide reduced. In Table III the quantities of 
cell carbon formed are given and are compared with the differences 
between ethanol carbon and acetic acid carbon and between carbon 
dioxide carbon and methane carbon. 

When the data given in Table III are evaluated, it must be 
remembered that the figures, except those for cell carbon, represent 


Table III 

Carbon Assimilalion by ilclhatiobactcrium omdianshii 


Carbon fraction 

Experiment 1 

1 

1 Experiment 2 

[ EiperimeatS 


m9 

pfr cent 

vxg. 



p<T ctnt 

CellC.. j 

\ 113 

100 

70 


j 115 j 

100 


i 

1 “0 : 

97 : 

41 

1 59 

95 1 

82 


21 

2 

4 

6 1 

33 

29 

Total cell C accounted for j 

112 

99 ’ 

45 

j 65 * 

128 ' 

111 


small differences between values of a higher order of magnitude and 
are therefore subject to considerable errors. The data neverthe- 
less strongly indicate that the major portion of the cell carbon is 
derived from ethanol. In Experiments 1, 2, and 3, 97, 59, and 
82 per cent of the cell carbon, respectively, is accounted for as 
unrecovered ethanol carbon. The percentage of cell carbon ap- 
parently derived from carbon dioxide in Experiments 1 and 2 is 
very small, 2 and 6 per cent, while in Experiment 3 it is 29 per cent. 

It seems reasonably safe to conclude from the results of these 
experiments that approximately 60 per cent or more of the cell 
carbon is derived from ethanol, while only 30 per cent or less is 
derived from carbon dioxide. In other words, cell carbon defi- 
nitely is not derived from carbon dioxide alone. The experiments 
are not sufficiently accurate to determine whether cell carbon 
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originates exclusively from ethanol or mainly from ethanol and 
to a lesser extent from carbon dioxide. 

Fortunately, a more sensitive method was available for de- 
termining whether or not carbon dioxide is assimilated by Methano- 
bacterium omelianskii; namely, a method involving the use of 
radioactive carbon. If suspensions of cells are provided with 
ethanol and radioactive carbon dioxide, it should be possible to 
find out whether and to what extent carbon dioxide is assimilated 
by measuring the radioactivities of the methane evolved and of 
the residual cell material. This has been done and it has been 
found (2) that a small part (about 1.5 per cent) of the carbon 
dioxide reduced is converted into a non-volatile substance associ- 
ated with the cells. The quantity of this non-volatile material 
is too small to have been detected with certainty in the analytical 
experiments described above. Though the percentage of carbon 
dioxide carbon converted into cells appears to be definitely lower 
than the percentage of ethanol carbon so converted, still the two 
are of approximately the same oi-der of magnitude. The organism 
appears therefore to have no very decided preference as to which 
form of carbon it uses. 


SUMMARY 

1. The ability of a pure culture of Metlianohaclcrium omelianskii 

to oxidize a number of organic compounds (with carbon dioxide as 
the ultimate oxidizing agent) has been tested. Of the compounds 
studied only simple primary and secondary alcohols are attacked, 
these being oxidized to the corresponding fatty acids and ketones, 
respectively. Carbon dioxide is not produced in detectable 
amounts in these oxidations but is, on the contrary, consumed in 
an amount required by Equation 1, -1- CO 2 -> -h CH 4 

-f 2HoO. 

2. When the behavior of the organism toward various possible 
oxidizing agents was examined, it was found that oxygen and 
nitrate are toxic, sulfate and methanol are ineii;, and only formate 
is decomposed. 

In growth experiments formate is only utilized when both 
ethanol and carbon dioxide are simultaneously present; i.e., 
formate cannot replace either ethanol as a hydrogen donor or 
carbon dio.xide as a hydrogen acceptor. It is concluded that 
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formate is not a normal intermediate in the reduction of carbon 
dioxide to methane in spite of the fact that formate is converted 
into methane. The primary reaction of formate is not considered 
here. 

3. A study of the assimilation of carbon by Methanobaclerium 
omelianskii shove's that there is a linear relation between the 
amount of ethanol oxidized to acetic acid and the amount of 
cell material formed. For each gm. of substrate (ethanol plus 
carbon dioxide) carbon converted about 60 mg. of carbon 
are assimilated. By means of carbon balance experiments and 
by the use of radioactive carbon dioxide it is shown that both 
ethanol carbon and carbon dioxide carbon are converted into cell 
material. Most of the cell carbon is derived from ethanol. But 
the percentage of carbon dioxide carbon converted into cells 
appears to be of the same order of magnitude as the percentage of 
ethanol carbon so converted. 

Clerical assistance was furnished by the personnel of the 
Works Progress Administration, Official Project No. 65-1-08-91, 
Unit BIO. 
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POLYHYDROXYANTHRAQUINONES AFFECTING COAGU- 
LATION TIME IN VITAMIN K DEFICIENCY 

Bt GUSTAV J. MARTIN and CARL F. LISCHER 
{From the Warner Institute for Therapeutic Research, Nem York) 

(Received (or publication, May 31, 1940) 

Following the report of Almquist and Klose (1) on the anti- 
hemorrhagic activity of phthiocol, 2-methyl-3-h3^droxy-l,4- 
naphtboquinone, numerous reports have appeared on the activity 
of various other naphthoquinones (2-6). Vitamin K activity in 
the benzoquinone series was reported bj' Ansbacher and Fernholz 
(7). Of the anthraquinone series, few members have been tasted; 
anthraquinone and l,2-dih3'droxj-anthraquinone were tested b3’ 
Almquist and Klose (8) and phenantbraquinone, anthraquinone- 
sulfonic acid, and dih3'droanthraquinone diacetate hy Thayer 
ef al. (2), and all reported negative findings. 

In the course of studies of vitamin K, we have tested certain 
new quinones and retested some of those alread3* reported in the 
literature. The method of testing was that suggested 63' Ans- 
bacher (9). Approximateh' 1000 chicks were used in these tests, 
usuall3’- fort3' chicks to a compound. Clotting times in these 
vitamin K-deficient chicks are frequently in excess of 24 hours. 
The chicks were eliminated from use in testing compounds unless 
the clotting time exceeded 6 hours. Normal clotting times were 
found to be universally less than 10 minutes, averaging 4 to 5 
minutes. Where possible, each compound was tested at several 
different levels up to 100 mg. Table I smnmarizes the results 
obtained. 

We rechecked the activity of purpurin, using prothrombin times 
according to the technique of Quick (10) as modified by Almquist 
and Klose (11). On a series of thirty-five vitamin K-deficient 
chicks we found the average prothrombin times to be 30 minutes. 
6 hours after the administration of 0.1 mg. of purpurin, pro- 
thrombin time was lowered to an average of 3 minutes in a series 
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Vitamin K Activity 


of forty chicks given vitamin K. Normal chicks and chicks on a 
vitamin K-deficient diet given an adequate dosage of 2-methyl-l ,4- 
naphthoquinone showed prothrombin times of 20 to 30 seconds. 
The activity of vitamin Kj is between 100 and 1000 times that of 
purpurin, the most active of the polyhydroxyanthraquinones. 
With 2-methyl-l ,4-naphthoqumone as a standard, purpurin has 
10,000 units per gm. as compared to 1,000,000 for the standard. 
Rufigallol, anthragallol, and duroquinone show only 100 units 
per gm. 


Table I 

Vitamin K Activity of Quinones 

2-Methoxy-3'methyl-l , 4-benzoquinone 
Pseudocumoquinone 

2-Methyl-l , 4-benzoquinone 

Toxic at 10 mg. doses; inac- 
tive at 1 mg. 

2,7-Dinitrophenanthraquinone 

Anthraquinonc 

2-Hydroxy-3-methylanthraquinone 

Phcnnnthraquinone 

No action at 100 mg. 

2, 3-Dimethyl-l, 4-benzoquinone 
p-Xyloqu\nonc 

Quinalizarin 

Slight or border line effect at 
10 mg. 

Rufigallol in 10 mg. 

Anthragallol in 10 mg. 

Duroquinone “ 10 “ 

Purpurin in 0.1 mg. 

2-lMethyl-l, 4-naphthoquinone in 1 7 

1 unit (.'Vnsbachcr (9)) ac- 
tivity 


It is of interest to note that in alizarin (1 ,2-dihydroxy an thra- 
quinone), reported negative by Almquist and Klose (8), and 
quinalizarin (1 ,2,5,8-tetrahydroxyanthraquinone), found nega- 
tive or border line by us, there are two hydroxyl groups on one 
ring; while all the compounds giving positive reactions have 
three hydroxyls on one ring, which may confer a lability on the 
substituted ring permitting the rupture and subsequent formation 
of 2 , 3-disubstituted 1,4-naphthoquinones similar to vitamin K. 

The water-soluble sodium salt of purpurin can be administered 
intravenously in doses far in excess of the therapeutic level, wth 
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no untoward manifestations. Its water solubility should confer 
on it the power of being absorbed from the intestinal tract in the 
absence of bile salts. 


StJAMAHT 

Purpurin (1 ,2,4-trihydroxj'anthraquinone) and certain other 
polyhydroxyanthraquinones have vitamin K activity when tested 
upon vitamin K-dcficient chicks. 
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THE PREPARATION OF A CASEIN HYDROLYSATE FOR 
THE STUDY OF THE RELATIONSHIP BETWEEN 
CHOLINE AND HOMOCYSTINE* 

bt a. d. welch 

{From the Department of Pharmacology, Washington University School of 
Medicine, St. Louis) 

(Received for publication, June 3, 1940) 

Using a diet containing purified amino acids in place of protein, 
du Vigneaud ct al. (1, 2) found that homocj’stine or homocysteine, 
when substituted for methionine, promotes the growth of rats 
only when choline is also present in the diet. This fiinding was 
inte^reted as indicatmg that choline sen'es as the donor of a 
methjd group to homocysteine, converting it into methionine. 

Owing to the limitations imposed by the great expense of such 
purified amino acids, a study has been made of the preparation 
and use of a casein hydrolysate in which methionine was destroyed. 
The decomposition of this amino acid was accomplished by a 
modification of the procedure of Baemstein (3) for the determina- 
tion of methionine. In this method concentrated hydriodic acid 
is utilized for the hydrolysis of protein with the cleavage of 
methionine into methyl iodide and the thiolactone of homo- 
cysteine. Since the latter compound was shown by Rose and 
Rice (4) to support groniih in the absence of methionine, when the 
vitamin B complex was fed in a not too highly purified form, it 
was expected that the hydrolysate would promote gron’th upon 
the addition of choline. However, the technique to be described 
resulted in a mixture of amino acids which was grossly deficient 
not only in methionine but also in the products of its demethyla- 
tion. This is not undesirable, since it permits the preparation of 
diets free from both methiom'ne and its precursors. Although 

* This investigation has been made with the assistance of a grant from 
the Committee on Therapeutic Research, Council on Pharmacy and Chem- 
istry, American Medical Association. 
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tryptophane was the only other indispensable amino acid absent 
from the hydrolysate, growth was improved by the addition to 
the diet of small amounts of dZ-threonine (0.4 per cent) and l-his- 
tidine (0.2 per cent). However, in the growth experiments de- 
scribed threonine and histidine were not added. 

EXPERIMENTAL 

Casein (100 gm.) was dissolved in hydriodic acid of specific 
gravity 1.7 (400 cc.) to which hypophosphorous acid (0.2 to 0.5 
per cent) was added. The mixture was refluxed for 6 hours in a 
bath of Wood’s metal, while a slow stream of nitrogen was passed 
through the reaction vessel and reflux condenser. Water at 50- 
60° was conducted through the condenser, although this may not 
be necessary (5). At the end of the period of hydrolysis the flask 
was connected with a condenser for distillation and the unbound 
hydriodic acid and water were removed as completely as possible 
in vacuo at a bath temperature not exceeding 120°. The residue 
was taken up in water and the iodide precipitated completely by 
agitation with silver carbonate in a darkened room; excess silver 
ions were removed exactly with dilute hydriodic acid. The pre- 
cipitate of silver iodide was removed and washed repeatedly with 
hot dilute hydriodic acid and finally with hot water to remove 
amino acids. After the removal of iodide from the combined 
washings in the same manner as described above, the second 
precipitate of silver iodide was washed once with hot dilute 
hydriodic acid and several times with hot water. The small 
amount of iodide in these washings was precipitated as silver 
iodide by the addition of a dilute solution of silver acetate and 
discarded without washing. The combined solutions of amino 
acids were concentrated to a small volume, dried to a paste in 
an oven at 100-110°, and subjected to vacuum desiccation over 
phosphorus pentoxide for 18 to 24 hours at 100-110°. The mate- 
rial was then powdered and a small amount of sodium bicarbonate 
was added to neutralize the calculated amount of residual hypo- 
phosphorous acid or its products. 

The complete diet, which had the composition indicated in 
Table I, was fed ad lihilum. The average daily food consumption 
and weight change during each experimental period are shown in 
Table II. 



A. D. Welch 


175 


The growth cun^e of Rat 1 (Fig. 1) shows that the h 3 ^drolysate 
was markedly deficient in tr 3 'ptophanc as well as methionine, 
since both amino acids were necessarj^ for growth. The gross 
deficiencj^ of the hj'drolj'sate in methionine or derivatives of 
homocj'steine is shown bj' the marked weight loss of Rat 2a when 
its diet was supplemented onlj’’ with trjT3tophane and choline 
chloride; however, addition of homocj'stme resulted in a prompt 

Table I 


Composilion of Basal Diet 


ConsUtuenta 

1 Per cent 

i 

Casein hydrolysate 

! 21 

Powdered sucrose 

16 

Dextrin (thrice extracted with alcohol) 

25.9 

Salt mixture* 

4 

Agar 

2 

B complex concentratef 

1 

Percomorph liver oilt. . 

0.1 

Com oil (Mazola) 

15 

Beef fat . . . . 

I 

* Salt Mixture 1, n.s.r. XI. 


t The vitamin B complex concentrate was prepared in a manner similar 
to that described by du Vigneaud et al. (2) ; ryzamin-B was treated with 
ammonium reinechate solution to remove choline, and then 10 mg. each 
of thiamine chloride, riboflavin, and nicotinic acid (donated by Merck and 
Company, Inc.) were added to each 10 gm. of the modified ryzamin-B. 
The lyzamin-B (a rice polishings concentrate) was generously supplied 
by Burroughs 'Wellcome and Company, through the courtesy of Dr. Robert 
C. Page. 

t The percomorph liver oil (Mead Johnson and Company) contained 
50 per cent cod liver oil. Each gm. of oil contains not less than 60,000 
units (tj.s.p. XI) of vitamin A and 8500 units (u.s.p. XI) of vitamin D. 

gain in weight. The striking effect of choline on the utilization 
of homocystine for growth is demonstrated by the marked weight 
loss following the omission of this compound from the diet and 
the prompt growth following its replacement (Rat 2a). It is 
clear that in these experiments with hj-driodic acid hydrolj'sates 
of casein, as wdth mixtures of purified amino acids, choline renders 
homocystine utilizable for growth purposes. 

The growth cui-ve of Rat 2b shows that the lower homologue of 
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Table II 


Food Consumption and Weight Change of Experimental Animals 


Hat 

No. 

and 

sex 

Days 

Supplements* added to basal diet 

Aver- 

age 

daily 

food 

con- 

sump- 

tion 

Avor- 

daily 

change 

in 

weight 




gm. 

gm. 

1 9 

0- 6 

Methionine, 0.8%, + choline chloride, 0.5% 
(without tryptophane) 

3.5 

-1.6 


6- 7 

As above + tryptophane, 0.25% 

2.3 

-3.1 


7-27 

“ “ + " 0.25% 

3.9 

-t-0.4 

2a cf 

0- 9 

Choline chloride, 0.5% 

2.5 

-1.3 


9-16 

Homocystine, 1%, + choline chloride, 0.5% 

2.9 

-fO.8 


16-21 

“ 1% 

3.1 

-1.0 


21-27 

“ 1%> + choline chloride, 0.5% 

3.9 

+1.4 

2b cf 

t 0- 5 

" l%j + S-methylcysteine, 1.5% 

2.3 

-0.8 


1 5-12 

“ 1%, + " 1.5%. 

+ choline chloride, 0.5% j 

2.9 

1 

+0.9 


12-15 

Homocystine, 1%, + ^-methylcholine chlo- 1 
ride, 0.55% 

3.0 , 

-2.0 

1 

15-19 

Homocystihe, 1%, + arsenochoHne chloride, j 
1 0.7% 

3.7 

+2.3 


19-25 

Homocystine, 1%, + arsenochoHne chloride, | 
I 0.7% 

4.2 

-0.5 


25-33 

Homocystine, 1%, + arsenochoHne chloride, 
0.7%, + betaine hydrochloride, 1.0% 

4.3 

+1.2 

3 cT 

0- 5 

Basal diet alone 

2.5 

-0.3 


5-11 

Homocystine, 1%, + arsenochoHne chloride, 
0.7% 

2.4 

-0.4 


11-21 

Homocystine, 1%, + arsenochoHne chloride, 
0.7%, + choline chloride, 0.5% 

3.3 

+0.6 


21-26 

Homocystine, 1%, + methyldiethjd-zS-hy- 
droxyethyl ammonium chloride, 0.6% 

2.4 

-0.4 

4 d' 

0- 5 

Choline chloride, 0.5% 

2.6 

-0.3 


5-11 

Homocystine, 1%, + arsenochoHne chloride, 
0.7% 

2.5 

-0.4 


11-16 

Homocystine, 1%, + arsenochoHne chloride, 
0.7%, + choline chloride, 0.5% 

3.8 

+0.5 


16-21 

Homocystine, 1%, + methyldiethyl-/3-hy- 
droxyethyl ammonium chloride, 0.6% 

2.7 

-0.5 


* Except in the diet of Rat 1, tryptophane, 0.25 per cent, was added to 
the diet in all cases. 
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Fig. 1. The number and sex of the rat are shown on the left. The initial 
weight of the rat is given in parentheses. The hydrolysate fed through- 
out each experiment is indicated by a roman numeral at the beginning of 
each growth curve. Supplements to the hydrolj’sates are indicated by 
the following code: T = tryptophane, 0.25 per cent; M — methionine, 
0.8; H = homocystine, 1.0; 5 = S-methylcysteine, 1.5; C = choline 
chloride, 0.5; B = betaine hydrochloride, 1.0; A = arsenocholine chloride, 
0.7; MEi = methyldiethyl-^-hydroxyethyl ammonium chloride, 0.6; jS 
= /3-methylcholine chloride, 0.55 per cent; d- = addition to the diet; the 
minus sign = removal from the diet. The arrows indicate the points of 
change. 

methionine, S-methylcysteine,* does not transfer its methyl 
group to homocysteine to form methionine, although in its 

* S-Afethylcysteine was prepared by the writer according to the dimethyl 
sulfate procedure of du Vigneaud, Loring, and Craft (6) ; the nitropmsside 
and cyanide-nitroprusside reactions were negative. 
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presence growth promptly follows the addition of choline to the 
diet. The jS-methyl derivative of choline chloride® also failed to 
support growth on a homocystine diet when it was substituted for 
choline in the diet (Rat 2b). Although replacement of the /3- 
methyl compound (Rat 2b) by arsenocholine chloride® resulted 
in a period of temporary growth, this was followed by a loss of 
weight, until betaine hydrochloride was also added to the diet, 
when growth was resumed. Addition of the arsenic analogue of 
choline chloride and of homocystine to the diet of litter mates 
(Rats 3 and 4) (during the previous 5 day period one had received 
no choline, the other 0.5 per cent choline) resulted in continued 
weight loss in both, until choline was also added to the diets. 
The ineffectiveness of the methyldiethyl homologue of choline 
chloride'' as a substitute for choline is also shown (Rats 3 and 4). 

DISCUSSION 

The usefulness of the method described for the preparation of 
diets free from methionine and growth-promoting products of its 
demethylation is obvious, while the disadvantages are slight. 
The hydriodic acid employed in the hydrolysis of the casein is 
expensive, but much of it is recovered by vacuum distillation 
from the hydrolysate. Recovery of silver from silver iodide per- 
mits a further reduction in the cost of the procedure. The expense 
of the final diet is very much less than that of a diet containing 
purified amino acids purchased on the open market. The tech- 
nical manipulations involved in the preparation of the hydrolysate 
are insignificant in comparison with those requisite to the prep- 
aration of the many amino acids used in dietary mixtures. 

The finding that the casein hydrolysate contained no derivative 
of homocysteine which permits growth in the presence of choline 
was unexpected. However, the manner in which the thiolactone 
of homocysteine was lost has not been determined. Extraction 
of the silver iodide precipitated during the removal of hydriodic 

’Thiamine chloride, riboflavin, nicotinic acid, and (3-methylcholine 
chloride were freely donated by Merck and Company, Inc. 

* The samples used were supplied by Hoffmann-La Roche, Inc., to whom 
the writer is indebted. 

^ Prepared by treatment of diethylaminoethanol with methyl iodide 
and conversion of the product to the chloride with silver chloride. 
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acid was sufficiently thorough to prevent the loss of more than 
traces of homocysteine derivatives, and the degradation of the 
thiolactone is not likely to have followed the use of a much smaller 
amount of hydriodic acid per gm. of casein than is used in the 
determination of methionine. It is conceivable that the thiolac- 
tone may undergo decomposition as the result of a catal}d;ic effect 
of the silver ions used in the removal of hydriodic acid. 

The results of the feeding experiments conBrm the obser\'ations 
of du Vigneaud and his group \vith regard to the dietary signifi- 
cance of choline (or betaine) for the growth of rats on diets con- 
taming homocj’stine in place of methionine. The finding that the 
lower homologue of methionine, S-methylcj'steine, is incapable of 
suppljdng a methyl group to homocysteine was not unexpected 
in mew of the fact that it does not support growth in rats on a 
cystine-deficient diet (6, 7), although the sulfur is readily oxidized 
by the rabbit (6) and by man (8). Further evidence that the 
compound is not readily demethylated has been presented by 
Brand and coworkers (8), who were imable to obtain a positive 
nitroprusside test when S-methylcysteine was shaken with kidney 
slices. 

The temporary growth effect produced by arsenocholine in one 
e.xperiment is believed not to be indicative of a methylation of 
homocystine, since other experiments indicate that the analogue 
is ineffective, a finding agreeing with that recently reported by du 
Vigneaud (9). It Ls possible that the presence of the arsenic 
nucleus imposes an insuperable impediment to the enzymatic 
process involved in the removal of methyl groups, although the 
structure and spatial configuration of the arsenocholine cation 
are such as to permit it to replace choline as a lipotropic factor 
(10-12), as a preventive® of the hemorrhagic kidney condition 
described in young rats by Griffith and Wade (13-15), and as a 
preventive® of perosis in young turkeys (Jukes (16)). 

The triethyl homologue of choline chloride is unable to support 
gro\rth on a homocjrstine diet (2), although it is a potent lipo- 
tropic agent (17, 18) and prophylactic against hemorrhagic 
kidneys.® This finding is particularly significant to the theory 
that choline serves as a source of methyl groups. The methyl- 

* 17elcli, A. D., tmpubliBhed research. 

* Jukes, T. H., personal commumcation. 



180 Preparation of Casein Hydrolysate 

diethyl homologiie of choline, however, might be expected to 
function as the donor of a methyl group. That this is not the 
case is shown in the experimental portion, a finding recently 
reported by du Vigneaud also (9). This worker’ has found the 
other intermediate between choline and its triethyl homologue, 
the ethyldimethyl homologue, to be capable of supporting growth 
on a homocystine diet. 

A possible explanation for the inactivity of )3-methylcholine as a 
lipotropic agent (10, 11) and as a donor of methyl groups (Fig. 1) 
is that the secondary alcoholic hydroxyl group of this substance, 
unlike the primary alcoholic hydroxyl group of choline, may not 
be phosphorylated efficiently by the organism. Among the nu- 
merous compounds related to choline which possess lipotropic 
activity only betaine and betaine aldehyde lack a primary alco- 
holic hydroxyl group and evidence that these compounds may 
serve as choline precursors has been presented by Welch and 
Welch (10) and by Jukes.® In order to promote growth on a 
homocystine diet choline derivatives must satisfy even more 
rigid requirements than for action as lipotropic agents, since 
in addition to the presence of a primary alcoholic hydroxyl group, 
at least two methyl groups attached to a nitrogen nucleus must 
be present. 

The author is indebted to Dr. Vincent du Vigneaud for the 
homocystine used and for making certain results available prior 
to publication, to Dr. Carl F. Cori for continued interest and sug- 
gestions, and to Dr. H. D. Baernstein, who made helpful sug- 
gestions at the beginning of the investigation. 

SUMMARY 

A method is described for the preparation of a hydriodic acid 
hydrolysate of casein which is grossly deficient in tryptophane, 
methionine, and growth-promoting derivatives of homocysteine. 
The hydrolysate serves as a relatively inexpensive substitute for 
mixtures of purified amino acids for the study of the relationship 
between choline and homocystine. 

The discovery of du Vigneaud and his group that choline or 
betaine must be supplied to enable the rat to utilize homocystine 

’ du Vigneaud, V., personal communication. 
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for growth is confirmed, as is the report that the arsenic analogue 
of choline chloride is ineffective in this respect. The lower homo- 
logue of methionine, S-methylcysteine, the /3-methyl derivative, 
and the methyldiethyl homologue of choline chloride are also 
ineffective in inducing growth on a diet containing homocystine 
in place of methionine. 

The significance of these results is discussed. 
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HEPATIC GLYCOGEN FORMATION BY THE ISOMERS 
OF ALANINE 


Bt EATON M. MacKAY, ARNE N. WICK, axd CYRUS P. BARNUiM 
(From the Scripps Metabolic Clinic, La Jolla, California) 

• (Received for publication, June 24, 1940) 

Alanine is well recognized as a good glycogen former. The 
relative abilitj* of its isomers to form glj'cogen is of interest be- 
cause of the belief held by many that only the natural isomer of 
many compounds may be metabolized. Abderhalden and Tetzner 
(1) have reported that when dZ-alaniue is administered only the 
natural or Z(+) form is utilized, the d(— ) form failing to undergo 
metabolism. Butts el al. (2) have found that l(-i-)-alanine is 
approximately twice as effective a gl 3 'cogen former as dZ-alanine. 
This failed to coincide with our conclusion (3) that these com- 
pounds were equallj" good antiketogenic agents. A possible 
explanation was suggested bj' the observation (4) that the rate of 
glj'COgen formation from glj'cine and dZ-alanine is quite different, 
although they are equallj’' good gli^cogen formers. There might 
simpl}' be a difference in the rate of gh'cogen formation bj* the 
two isomers of alanine. The observations of Wilson and Lewis 
(5) pointed to this possibilit}'. Slower utilization of d(— )-alanine 
might be due to an added step in its utilization, even conversion 
to the natural isomer (6), before further use bj’’ the bodj’. 

Methods 

Albino mice weighing 18 to 22 gm. were used. Each mouse 
received 0.8 cc. of a solution containing 2 moles of alanine* per 
liter. This was given through a blunt 20 gage hj^podermic needle 

*The dl- and Z(+)-alan5nes were the same preparations we have used 
before (3). The d(— )-alanine was obtained from F. Hoffmann-La Roche 
and Company, A. G., Basle, Switzerland, [ajp = —9.6° for the hydro- 
chloride in aqueous solution. The preparation contained less than 0.1 
per cent of moisture and negligible ash. 
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which was used as a stomach tube. 99 female mice were used in 
the first experiment, three of them being sacrificed every 2 hours 
after administration of the racemic compound and each isomer and 
the amount of glycogen in the livers determined. In Experiment 
2 a total of 240 male mice was used, groups of five mice being 
sacrificed every 2 hours after the administration of each compound. 
The last group was given the same amount of alanine as the rest, 


EXPefUMENT / EXPERIMENT Z 



TIME IN HOURS EVIWWING ADHIMS7VATION OF AlAN/NE 

Fig. 1 

equal quantities of d- and Z-alanine solutions being mixed immedi- 
ately before administration. Liver glycogen determinations 
were carried out according to the method of Good, Kramer, and 
Somogyi (7). 

Results 

Data based upon the group averages are presented in Fig. 1. 
In Experiment 1 the amount of glycogen is given as the concentra- 
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tion in the livers and in Experiment 2 as the amount per liver. 
Similar conclusions ma}’ be reached from either manner of pre- 
senting the results. The percentage figures given \vith each curve 
represent the relation of the cun'e areas in a given e.xperiment to 
the area of the Z(+)-alanine curve taken as 100 per cent. 

The data show verj' clearly that dZ-alanine is just as good a 
hepatic gl3’C0gen former as the natural isomer, Z(-}-)-alanine. 
A freshlj" made mixture of and £f(— )-alanine solutions gives 
approximatelj’ the same amount of glj'cogen as the racemic and 
natural compounds. The unnatural isomer £f(— )-alanine, on the 
other hand, is a much inferior gl3'cogen former. 

DISCUSSION 

These results coincide with the equal antiketogenic activity of 
!(+)- and dl-alanine ( 3 ). The3' are at variance with other ob- 
sen'ations on ghxogen formation b3' ?(+)- and dZ-alanine ( 2 ) 
but this discrepanc3' is undoubtedl3' due to the time in the ab- 
sorption period at which these observations were made. Our 
conclusions are not in harmon3" with the complete conversion of 
d(— )-alanine ( 8 ) as well as dZ-alanine to glucose ( 9 ) in the phlor- 
hizinized organism after small doses b3* mouth. In the light of 
these observations as well as our finding that dZ-alanine is as good a 
hepatic gl3'Cogen former as Z(-t-)-alanine it is surprising that d(— )- 
alanine when fed alone forms gl3'cogen so poorly. Our data show 
that the liver gl3-cogen tends to be sustained at a higher level for 
a longer period after administration of dZ-alanine than 1 ( 4 -)- 
alanine. This would indicate a slower rate of gl3'cogen S3'nthesis 
b3' the d(— )-alauine, which was suggested as a possibility in the 
introduction to this note. But with other compounds forming 
gl 3 'C 0 gen at different rates the amount of glycogen ultimatel}' 
formed is the same in ever3' case ( 4 ). The reason for the better 
glycogen-forming abilit3' of d(— )-alanine when fed as a constituent 
of the racemic form than when fed alone is not entirel3’- clear. 

The most likeh* explanation of our results would appear to us 
to be as follows: When fed alone, Z( 4 -)-alanine, the natural form, 
is absorbed, deaminized, and rapidl3’ converted in whole or in 
large part to gh'cogen b3' the liver. The d(— )-alanine on the 
other hand is probabl3’^ absorbed at a not very different rate than 
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is the l{+) form (10) but is^ utilized much more slowly by the 
organism (1). As a result a large proportion of the d(— )-alanine 
is lost in the urine when a large dose of this isomer is fed alone. 
When dZ-alaninc is fed, the ?(+) isomer is used rapidly and the 
d(— ) isomer is used slowly, just as when each is given alone. But 
in this case the isomers are fed in only half the quantities given 
when the active compounds are fed. During the entire absorption 
period the organism need convert to glycogen only 50 per cent 
of the d(— )-alanine offered the liver when d(— )-alanine is fed. 
This does not tax the mechanism available to the organism for 
using d(—) -alanine or converting it to the Z(-f) form with the 
subsequent ready use of this isomer, and little or no d(— )-alanine 
is lost in the urine. This reasoning would explain the results of 
Abderhalden and Tetzner (1), for these investigators injected the 
alanine subcutaneously and the organism must have been flooded 
with the isomers for a relatively short period. With its slow 
utilization rate only a small amount of the d(— ) isomer could be 
expected to escape excretion by the kidneys and this is what they 
found. It would also explain the complete conversion to glucose 
of d(— )-alanine (8) as well as dl-alanine when fed in small doses to 
the phlorhizinized dog. 

We are well aware that there is no way in which the total amount 
of glycogen foi-med by a metabolized substance may be determined 
with certainty by measurements of liver glycogen. Estimations 

’ The most reasonable conclusion one may reach from Abderhalden and 
Tetzner’s (1) results considered together with our data is that d(— )-alanine 
is utilized much more slowly than the i(+) form. Our results indicate that 
the maximum rate of conversion of d(— )-alanine to glycogen is definitely 
limited. In earlier experiments we found that when large doses of l(+)- 
alanine were fed to the rat about 5 per cent was lost in the urine, while 
after d(— )-alanine 27 per cent was lost, if all of the extra amino nitrogen 
was assumed to be alanine. In neither case was the form or optical ac- 
tivity of the amino nitrogen compound which was excreted determined. 
These results would suggest the same conclusion as has been reached 
above. It has recently been found (11) that rat liver slices deaminate 
d(— )-alanine more rapidly than the natural l{+) form, which is contrary 
, to the idea we have expressed here. The metabolism of such unnatural 
groups of cells in an unnatural environment may be quite different from 
that which exists in the complex relationships of the intact organism. 
Consequently we are hesitant in drawing broad conclusions from such 
results except when they confirm data obtained from the intact organism. 
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of glycogen formation from the concentration in the liver involve 
the assumption that the liver content is proportional to the total 
catabolism of the compound being studied. This method has 
been -widely used and probably has a reasonable basis -when, as in 
this case, the compounds being compared are very similar in 
nature. 


SUMMART 

In equimolecular doses the racemic dZ-alanine forms as much 
hepatic glycogen as does the natural isomer f(+)-alanine. In 
the same dose d(— )-alanine is a much inferior gb'cogen former. It 
is suggested that (i(— )-alanine is a better glycogen former -when 
fed as a part of the racemic mixture than -when fed alone, because 
the amount absorbed per hour is greatly reduced and this un- 
natural isomer is converted slowly and at a definitely limited 
rate. 
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SPECIFIC AND NON-SPECIFIC CELL POLYSACCHARIDES 
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Pretnous communications from this laboratory have dealt vnth 
the complex mixture of polysaccharides extracted from defatted 
cells of a human strain, H-37 (1-3), and from the defatted cells of 
a bovine strain, M-1698 (4), of the tubercle bacillus. These 
polysaccharides were extracted by methods in which the use of 
heat, alkali, and mineral acid was avoided. This work has now 
been extended to include the cel! polysaccharides of an avian 
strain, No. 531, of the tubercle bacillus.* 

The methods employed were essentially those used in the pre- 
vious work. Modifications are described in detail. 

EXPERIMENTAL 

600 gm. of dried, defatted, and ground avian tubercle bacilli. 
Strain 531, were shaken with chloroform and filtered by suction 
on a large Buchner funnel. The gummy solid was groimd in a 
mortar with alcohol, refiltered, and washed with acetone by 
gravity. The acetone was removed by suction. The dry bac- 
terial mass, freed of large amounts of wax by this procedure, was 
wet with 1 liter of 3.5 per cent acetic acid, ground to a thin slurry 
in a mortar, and placed in a percolator provrided with a porcelain 

* The work reported in this communication was carried out imder a 
grant from the Research Committee of the National Tuberculosis Associa- 
tion, Dr. Wm. Charles White, Chairman, and in part under the Harkness 
Research Fund of the Presbyterian Hospital, New York. 

t National Tuberculosis Association Fellow. 

* We are indebted to the Mulford Biological Laboratories of Sharp and 
Dohme, Glenolden, Pennsylvania, Dr. John Reichel, and Mr. John Glenn 
for the tubercle bacilli and anti-human strain horse serum used. 
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filter plate covered with filter paper, asbestos, and a layer of puri- 
fied sand. The mass was then percolated under slight suction 
with 0.35 per cent acetic acid containing 0.5 per cent phenol for 1 
month, yielding 25 liters of percolate. Extraction was contmued 
for 6 more months, during which 90 more liters of percolate were 
obtained. The two portions were concentrated in vacuo and 
worked up separately as Lots 554 and 555, as described in Flow 
Sheets I to IV. As in the previous work, all fractions were 
reprecipitated from the smallest possible amount of water until 
material of lower and higher solubility was removed. Extraction 
of Lot 554 with glacial acetic acid, after separation of the fraction 
soluble in strong alcohol, dissolved most of the colored substances 
with little extraction of serologically active polysaccharides and 
obviated the necessity for treatment with cupric acetate (4). 
Proteins were removed from the main fractions by shaking with 
chloroform (5). Inorganic phosphates were precipitated with 
uranyl acetate. Several additional treatments with chloroform 
and butyl alcohol were found to be effective in ’removing small 
amounts of colloidal uranyl phosphate. After fractionation the 
polysaccharides were precipitated from aqueous solution with 
redistilled acetone and dried to constant weight in vacuo over 
PzOs, NaOH pellets, and paraffin before analysis. The formation 
of colloidal solutions on the addition of acetone could generally 
be avoided by treatment of the aqueous solutions with 4 to 5 
volumes of methyl alcohol before addition of acetone. 

An attempt was made with Lot 555 to separate the serologically 
active polysaccharides by dialysis. Proteins, inorganic phos- 
phates, and the fraction soluble in strong alcohol were removed 
as before. The dark aqueous solution was shaken with basic 
copper carbonate to remove color, after which the solution was 
centrifuged and dialyzed in a cellophane tube against water at 
slightly reduced pressure. The outside solution (No. 555 II) and 
the inside solution (No. 555 I) were concentrated in vacuo and 
fractionally precipitated with methyl alcohol as described in Flow 
Sheet IV. A total of 6.4 gm. of polysaccharide was obtained, of 
which 6.0 gm., or 94 per cent, were dialyzable. 

Lot 654 

The separation of the main fractions is indicated in Flow Sheet 
I, and the fractionation of Fraction 554 I into the principal 
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Flow Sheet I 

Sepf-ratlon of llaln Fractions of Carbohydrates frop 
Avian Tubercle Baelllus Celle and Froctlonatlon of 554 A Into Contionents 




Lot 554 extract, concentrated In vacuo 

Shaken with CHClj-BuOH and treated with 
10 vols. of EtOH 

j 


Ppt. 


Residui 


Dry ppt. extracted 
with HOAc 


Diaaolved in HpO 
and pptd. at 
96? h'OAc 


Solution 
SS4 III 


Ppt. 
554 I 


Solution 


Pptd. with 
acetone 

554 II 


Solution 
554 A 

(Cochined with 555 A) 


Coned, in vacuo to airup, 
taken up in lieOH, then + 
6 vols. EtOH 


r~ 

ppt. 

Supernatant coned. 
in vacuo to sirup, 
taken up in HOAc 
and pptd. with 2 vols. 
acetone 


sr 

ppt 

4 


Supernatant 
into 10 vols. 
acetone 


Ppt. 


A 


5 


'A' 



Supernatant coned. 
in vacuo to sirup, 
dissolved in 
acetone, centrifuged 
fron HaOAc in the 
cold, and the 
acetone soln. 
evapd. in vacuo 



554 I DVcsolved in nater, saliva-treated, inorganic 

I renoved aith uranyl acetate, and solution Bade 
up to 75^ HeOH 
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non Sheet III 

Separation of Freetlon 554 II (Tlow Sheet I) Into Cesponent Fractions 


SS4 II 


pptT 

KjSO^ 


Ppt. 

II C 

to SO? 
MeOH 


Super- 

natant 

into 

acetone 

*4^ 

Ppt. 

II c 


Dissolved in water, saliva-treated, 
inorganic P renoved with uranyl 
acetate, and the solution cade up 
to 75? KeOH 


Supernatant to 
90? HeOH 


PpT 

II Be 


Ppt. 

II B2C 


to 75? 
KeOH 


Super- 

natant 

into 

acetone 


Ppt. 
II Bj 


Supernatant Into 
acetone 


4- 

Ppt. 
11 Bj 
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fractions, C, B 2 , and Bi, corresponding to those obtained from the 
human strain (3), is indicated in Flow Sheet II, together with the 
subfractions obtained by further fractionation. The fractions 
soluble in 66 per cent methyl alcohol (I Ce, I .B 2 , and I Bj) a,ll 
gave large amounts of crystalline magnesium sulfate when acetic 
acid was added dropwise in the cold to the aqueous solutions to 
80 per cent concentration. When Fraction II C, insoluble in 
75 per cent methyl alcohol (Flow Sheet III), was made up to 50 
per cent by the dropwise addition of methyl alcohol in the cold, 
0.7 gm. of crystalline potassium sulfate was obtained. 

The main fraction. No. Ill (Flow Sheet I), soluble in glacial 
acetic acid, contained most of the color, but could be freed from 
this and separated into a number of fractions by methods pre- 
viously described (c/. also (3, 4)). Although 3.6 gm. of these 
fractions were isolated, all but one contained considerable nitrogen 
and, as they were either inactive or only slightly active in the 
antisera available, further details are omitted. 

12.6 gm. of fractions soluble in strong ethyl alcohol (Fractions 
554 A and 555 A) were very dark in color and were relatively 
inactive serologically. Details are also omitted. 

The yields and properties of the various fractions are included 
in Table I. 

Lot 555 

The fraction precipitable at 66 per cent methyl alcohol, Frac- 
tion I C, was found to be completely dialyzable. The II C and 
II B 2 fractions, which were high in ash, were refractionated several 
times at 80 and 96 per cent acetic acid (Flow Sheet IV). The 
ash was reduced approximately 50 per cent, and the serological 
activity increased slightly. Yields and properties of the various 
fractions are given in Table II. 

Chemical Properties 

Treatment of the main fractions with uranyl acetate removed 
the major portion of inorganic phosphate, and, since in no case 
was the total phosphorus over 1 per cent, the amount of organic- 
ally bound phosphorus was small. Pentose was estimated by a 
modification of the Neumann test (6). Inosite was found in 

some of the fractions by the Scherer test, as noted in Tables I 
and II. 
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• Fraction 554 I Ci gave clear solutions during the fractionation 
procedure, but highlj’- opalescent solutions were obtained Avhen 
the isolated and dried material was dissolved in water for analysis. 
Treatment vnth. N sodium hydroxide in the cold for 3 hours 


Table I 


Properlies of Polysaccharide Fractions of Aviari Strain BSl of Tubercle 

Bacillus 


Fraction No. 

Yield 

[nln 


Ncu* 

tral 

equiv- 

lUcnt 

N 

p 

Pen- 

tose 

In<K 

site 

Predpitm 

tort* 

Ash 


gm. 




per 

rent 

cent 




per 

eeni 

554 I Cl 

2.68 

+72 




0.4 


- 

+ (++) 

2.1t 

ic.» 

0.53 

-1-86 

-1-98 



0.3 

-b-i- 


+ (-1--1-) 

1.9t 

ICib 

0.23 

-1-8S 



inw 

0.2 


rfc 

-b (-r-b) 

1.3t 

ICi. 

0.17 

Bail; 

-1-81 


1.8 

0.5 

+ 

+ 

± C-bi) 

6.9 

ICib 

0.10 

-1-53 

-1-69 

■am: 

BE 

0.2 

+ 

+Az 

+ (+±) 

1.0 

rc, 

0.27 

+37 

-f49 

350 

6.0 

0.3 

+ 

— 

- (-) 

0.8 

JC. 


-f61 

-b72 


1.8 

0.6 

+■4- 

dr 

-b (-b±) 

WWM 

IBi 

0.36 

-1-67 



1.5 

0.2 

-b-p-l- 

± 

-b (-b-b) 

1.0 

IB, 

0.62 

-{-55 

-f64 


2.1 

0.9 

■f 

+ 

± (-b±) 

3.9 

IB, 

0.20 

-1-52 



1.9 

0.7 

+ 

— 

- (-b±) 

5.8 

IB, 

0.51 

-1-66 

-b79 


1.2 

0.9 

-f-t-i- 

— 

-b (-b-b) 

1.4 

lie 

2.29 

-1-26 

-1-30 


3.3 

0.9 

-f 

— 

± (-b) 

12.1 

II Bs 

0.64 

-1-44 

-1-51 


2.6 

0.4 

+ 

- 

± (-b±) 

11.6 

II B, 

0.31 

-1-19 

-1-23 


4.4 

0.9 


— 

- (-b±) 

12.1 

II B,C 

1.65 


-1-14 


3.2 

0.9 

± 

± 

- (±) 

15.1 

II BiC 

0.51 

+17 

-1-21 


3.5 

0.7 

-1- 

— 

± (-b±) 

13.9 

ICI. 

0.54t 

+77 

-1-93 

KUXIj 


0.3 

-f 


-b (-bzt) 

0.2 

ICIb 

0.28t 

-k86 


B 

m 

0.3 

+ 


-b (-b-b) 



[a], N, and P are calculated to the ash-free basis. 

* Precipitin tesla were carried out in 1:500,000 dilution with anti-H-37 
horse serum No. 5807-L. Readings after centrifugation are pven in 
parentheses. 

t Ash values marked thus were calculated as Mg, the others as Ca. 
t Obtained from Fraction I Ci after treatment with NaOH, I CI» being 
insoluble, and I Gib soluble in 80 per cent acetic acid. 

gave a small amoimt of white flocculent precipitate which was 
washed by centrifugation and treated with hydrochloric acid. 
The acidified solution was filtered and the precipitate was re- 
crystallized repeatedly from methyl alcohol-water. The firm! 
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Flow Sheet IV 


Separation of Lot S5S into Component Fractions 


Lot 5SS (aqueous solution) 


Ppt. 

555 


Proteins removed with CHClj-BuOH, phosphate removed 
with uranyl acetate, and the soln. poured into 
10 vols. of Eton 


1 


Supernatant 555 A 
(Combined with 554 A) 


Ppt. dissolved in HgO, treated 

with CuC 05 .Cu( 0 H )2 and the supernatant 

dialyzed 


Dialysis, inside 
555 I 


Dialysis, outside 
555 II 


to 665i 
UeOH 


Ppt. 
I C 


to 66^ 
lleOH 


Super- 
natant 
to 905 
BeOH 


PptT 
II C 


Ppt. 


I B, 


Su per- 
ns tant 
into 
acetone 


Ppt. 


I D, 



Supernatant to 
905 MeOH 


Ppt. 
II Bj, 


to 965 
HOAc 


Super- 

natant 

into 

acetone 


Super- 

natant 

into 

acetone 


* 

Ppt. 


Ppt. 

/ 


extract- 

ed 

with 

IfeOH 


Insoluble 


Solubl 
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crystalline product melted at 55-57°. A mixture with purified 
palmitic acid, melting at 60.5-61.5°, also melted at 55-57°. The 
acid filtrate gave a strong test for magnesium. The ash content 
of the recovered polysaccharide fell from 2.1 per cent to 0.2 per 
cent, and a portion of the fraction (I CIb) was found to be soluble 
at 80 per cent acetic acid (Table I). 


Table II 


Properties of Polysaccharide Fractions of Avian Strain SSI of Tubercle 

Bacillus 


Fraction No. 

Yield 

I«Id 


Ncutni! 

c< 5 uiva- 

lent 

N 

p 

Pentose 

Ino- 

site 

Precipitin 

teat* 

Aah 


ffn. 

degreu 

deffrtu 


ptr 

cent 

per 

cent 




per 

cent 

555 I C 

iiTm 








+ (+) 


IB, 

0.22 

+81 



1.4 

0.2 

+++ 

+ 

+ (+++) 

0.4 

IB, 

0.13 

+59 



2.2 

0.2 

+++ 

+ 

+ (++) 

3.5 

lie 

2.32 

+« 

+51 


1.8 

0.5 



+ (++) 

10.7 

II B, 

1.35 

+57 

+69 


2.5 

0.4 



+ (++) 

8.1 

II B, 


+5S 

+06 


gWfl 

0.3 

++± 

± 

+ (+±) 

5.0 

III 

1.32 

-3 

-5 


2.7 

0.3 

— 


- (±) 

15.2 

II c,t 


+01 

+72 


iild 


++ 


+ (+i) 

6.4 

II c,t 

HR 

+2S 

+42 


1.0 


++ 


+± (++) 

3.1 

lIB,t 



+5S 


0.6 


+++ 


++ (++) 

4.1 

II CB,t 


+50 

+66 


m 




+ (+±) 

5.7 


[a] , N, and P are calculated to the ash-free basis for the fractions on 
which ash was determined. 

’Carried out at 1:500,000 dilution with anti-H-37 horse serum No. 
5807-L. 

t Obtained after refractionation of Fractions II C and II Bj as described 
in Flow Sheet IV. 


The corresponding 555 I C and II C fractions did not give 
opalescent solutions. 

Serological Properties of Principal Fractions 

All fractions were tested qualitatively with anti-H-37 horse 
serum. No. 5807-L, and the principal fractions were used for 
quantitative absorption of this serum and of pooled anti-avian 
rabbit sera obtained by the injection into rabbits of the dried, 
defatted Strain 531 of avian bacilli. The principal fractions 
gave positive precipitin tests at dilutions of 1:2 million in Serum 
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Tabm III 


Quantitative Absorption of G.O Ml. of Anii-H-S7 Horse Serum No. 5807-L 
with 0.10 Mg. Portions of Lot G5^ Polysaccharide Fractions 


Fraction No. 

Nitrogen pptd. 





Total 


mg. 

mg, 1 

mg. 

mg. ! 

mg. 

554 I Ba 

0.354 

0.108 ’ 

0.010 


0.472 

ICi. 

0.362 

0.086 

0.006 


0.454 

I Csb 

0.416 

0.046 

0.008 


0.470 

I Cstt 

0.112 

0.058 

0.028 

0.030 

0.228 

I Cab 

0.152 

0.080 

0.058 

0.034 

0.324 

IC4 

0.064 

0.020 

0.016 

0.020 

0.120 

IBa 

0.506 

0.012 

0.002 


0.520 

IB4 

0.376 

0.090 

0.008 


0.474 

IB: 

0.416 

0.028 

0.010 


0.454 

IC: 

0.118 

0.044 

0.048 


0.210 

ICa 

0.356 

0.096 

0.010 


0.462 

lie 

0.104 

0.088 

0.070 

1 0.042 

0.304 

II B. 

0.186 

0.132 

0.046 

0.012 

0.376 

II Bi 

0.016* 

0.150 

0.078 

0.022 

0.266 

IIBaC 

0.078 

0.070 

0.036 

0.004 

0.188 

II B,C 

0.184 

0.100 

0.020 

0.00 

0.304 

III B,« 

0.158t 

0.106 

0.034 

0.010 

0.308 


* Only 0.02 mg. of polysaccharide was added for the first absorption, 
t One tube only. 


Tablb IV 

Quantitative Absorption of 3.0 Ml. of Anli~H-37 Horse Serum with 0.1 Mg. 
Portions of Lot BBS Polysaccharide Fractions 


Fraction No. 

Ist absorp- 
tion 

!^itrogen pptt 

2nd absorp- 
tion 

. 

3rd absorp- 
tion 

Total N 

pptd. 

Total N 
pptd. per 5.0 
ml. serum 


mg. 

mg. 

mg. 

mg. 

HBfSI 

555 I C 

mSm 

mSm 

0.008* 

0.296 


1 iij 

ViM 

BE9 




I Bi 


0.010 




II C 

0.114 

0.058 

0.026* 



11 Hs 

0.286 

0.016 




ll 1^1 

0.244 

0.010 


0.254 

Bk'h 


* 0.05 mg. of polysaccharide used. 
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5S07-L. The precipitin teste in Tables I to III are recorded only 
for the 1:500,000 dilution in order to emphasize differences be- 
tween highly active and relatively inactive fractions. Quantita- 
tive absorptions were run on 3.0 to 5.0 ml. of Serum 5807-L and 
pooled anti-avian rabbit serum (Tables III to Y). All analyses 
were run in duplicate and all manipulations were carried out in 
the cold, the tubes being allowed to stand for 2 days after the 
first addition of polysaccharide and 5 to 7 days for each succeeding 
absorption. Qualitative cross precipitin teste were run on the 
supernatants from the quantitative absorptions. For comparison 


Table V 

QuanlUativc Absorption of B.O Ml. of Pooled Anti-Avian Rabbit Sera (Rabbits 
6.B6 to 6.60) xcith 0.1 Mg. Portions of Lot 6B4 Polysaccharide Fractions 


Fraction No. 

1 

Nitrogen ppld. 

1st absorp-' 
tion 

2nd absorp- 
tion 

3rd absorp- 
tion* 

4tb absorp- 
tion* 

5th absorp- 
tion* 

Total 

■nn 

j mj. 

frtg. 

1 mj. 

mg. 

mjr. 

1 


mSm 

ISSI 

WHijrM 


0.050 

0.334 



mSm 




0.724 


lisi 



0.004 


1 0.756 


0.30S 

0.192 

o.oss 

0.026 


i 0.614 

IB; 

0.428 

0.090 

o.oss 

0.018 


0.624 

IB, 

o.iai 

0.136 

0.094 

0.036 


0.450 

IB, 

0.274 

0.130 

0.064 

0.034 


1 0.502 

IB, 

0.328 

0.036 

0.014 

0.010 


j 0.388 


Human type Fraction 520 C precipitated 0.780 mg. of N. 
* 0.2 mg. of polysaccharide used. 


the C, Bja, and Bi fractions of the human strain (3) were also used 
in absorption studies on pooled anti-avian rabbit serum. 

DISCUSSIOX 

The amount of polysaccharides isolated from defatted cells of 
Strain 531 of the atdan tubercle bacillus was only about one-half 
that obtained from similar quantities of the human and atdan 
strains studied. While this may not be a constant characteristic 
of the three tjqjes of tubercle bacilli, a similar variation did not 
occur in the amount of water-soluble polysaccharides carried over 
into the lipids of these strains, as the quantities found were 
approximate^^ equal (7). 
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On the basis of the quantities of serologically active and inactive 
carbohydrate fractions isolated from the avian bacillus this strain 
appears to occupy an intermediate position between the human 
and bovine strains. Lot 555 contained 79 per cent of material 
serologically active at 1:500,000 dilution, while Lot 554 contained 
70 per cent. It vnW be recalled (c/. (4) Table V) that 87 per cent 
of the polysaccharides isolated from defatted cells of the H-37 
human strain of tubercle bacillus was serologically active at a 
dilution of 1:500,000, while only 17 per cent of active fractions 
could be recovered from cells of the bovine type. Moreover, 
in the case of the bovine polysaccharides it was found advan- 
tageous to work up the percolate in two successive portions, as 
the serologically inactive polysaccharides were concentrated to a 
considerable extent in the earlier portions of the extract ((4) 
Table "V). The corresponding avian percolates, as shown by the 
fractionation of Lots 554 and 555, contained almost the same pro- 
portion of active and inert components. 

The ease with which the avian polysaccharides passed through 
cellophane into water was at first surprising, but it was found 
that even the human type fraction, 520 C, which contained com- 
bined magnesium palmitate (3), dialyzed with equal ease. It is 
therefore probable that the tubercle bacillus polysaccharides do 
not have the high molecular weights characteristic of many of 
the bacterial polysaccharides in undegraded form, and this is 
further indicated by the failure of their aqueous solutions to 
show high viscosities. 

The qualitative and quantitative serological tests show that the 
avian fractions exhibit immunological specificities similar to 
those of the corresponding fractions of the human and bovine 
types (see also Table VI). The independent specificity of certain 
of the B fractions is equally marked. The I Ci fraction corre- 
sponds chemically with the C fraction of the human strain in that 
both split off magnesium palmitate when treated with alkali, 
but the avian I Ci precipitated far less antibody from both 
anti-H-37 horse serum and anti-avian rabbit serum than did the 
human type C fraction ((3) and Tables III and V). Evidence of 
an independent C specificity, as in the human strain, was obtained, 
however, since Serum 5807-L, absorbed with avian Fraction 554 
I Bi, gave precipitates with Fractions 554 I Ci and I 02^. Many 



Tabi-k VI 

Qxtalilalivo Tests of Cnrbohyilrate fractions in Absorbed Antisera 


S. A. Karjala and M. Heidelberger 


'E 

o 

K 

e 

s 

c. 

£ 

c 

c 

3 

*5 

o 

c, 

>» 

*> 

tZ 

P 

O 

to 

II ^ ^ 

^ -i- JU 

++1+2+? 
-b-bi-b+iA 

N.^ 

4. . + n 1 + 1 

+ + +•« + 

« 

n 

o 

•o 

i Ai dlAi + vlAAA 

1 11 1 1 1 t 1 1 1 1 

O 

o 

Ct 

lO 

f -HI -H1+-H-H+ + -H 

+ w W W V..- W V..- V_ 

+ 41 1 41 1 1 1 1 1 1 1 

6 

to 

»o 

4»->» «***V «<«-S 

+ AAAAAAAAJ.- 
7 1 1 1 1 1 1 -h 1 1 

« 

6 

to 

•o 

«— N >-*V 4^ <*~v rfS-N <1— V 4^ 4^ 

1 1 1 1 1 1 1 1 1 1 

V*/ tw/ S—i* 

1 1 1 1 41 1 41 1 1 1 

c3 

5 

?1: + 41 +? + + 41 + 

I 4- 4- 4- 3 + -b 4- 4- 

' 7 -H ' + "^ •« + > + 

£ 

c 

c 

s 

»M 

r<. 

o 

V' 

K3 

g 

o 

«a 

c 

c 

c. 

>> 

e 

e 

£ 

3 

C 

< 

o 

« 

+ + T + ^T + + + 7 

1 1 1 1 1 1 7 1 T ' 

c 

S 

<1^ 

11111114-11 

V»-* W' V.-" V^-r •«✓ t*.^ 

1 1 1 1 1 1 1 1 1 1 

< 

U 

to 

to 

lilt 4-1 1 4- 1 1 

Sw* -w w ✓ 'T’ 'W “T 

1 1 1 1 1 Y ' ' ' + 

u 

srj 

to 

.»-> 0^ 

41?41 -H 41^41^41 

2+1+++++++ 

3 + 3-b4-4-4- + + -b 

V,-^ >— O N«.p' V--' 

’ ^1 + + + 1 + + + 

4- ■^4-4-4- 4- 4- 

Fraction uscil 
for tcilins 
absorbed sorn 

« ♦ * * 

ac5c5o(£« ^ ^ «c5f5« 

>— »OWOW»— ( 
O t--' o 

ic eo o 

'■7 »C iTi lo 


201 


Fractions I C» and I Bj removed ail antibodies from Scrum 5807-L, and Fractions I C«, I Bj, and I B| behaved simi- 
larly in the rabbit sorum. 

* From an earlier preparation, not described in tho present paper. 
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of the avian fractions (Nos. 554 1 Ce, I B 2 , and I B 4 ) also resembled 
corresponding products from the human type in removing all 
precipitins from both anti-H-37 and anti-avian type sera, thus 
showing a combination of B and C specificities in spite of rigorous 
fractionation. Others, such as Fractions 554 I Bi, I C 2 a, and 
I C 2 b, failed to remove all pi-ecipitins from the anti-H-37 horse 
serum but absorbed them from the anti-avian rabbit serum. In 
spite of this no claim can be made that any fraction was avian- 
specific. Absorption of anti-avian rabbit sera with the human 
strain Fraction 520 Boa completely removed precipitins for all 
avian strain polysaccharides, and, conversely, absorption of the 
sera with the avian strain Fraction 554 I B 2 removed precipitins 
for the principal human strain polysaccharides which were 
tested. 

In the quantitative absorptions of Serum 5807-L the I B 2 
fractions yielded the largest amounts of precipitable nitrogen, 
but in the pooled anti-avian rabbit sera Fractions 554 I C 2 a and 
I C 2 b removed more antibody nitrogen than did the others. 
Howe\'er, even slightly moi’e antibody nitrogen was removed 
from this serum by the human type Fraction 520 C, although the 
absorbed serum still contained antibodies precipitable by Fraction 
550 B 2 ‘ and by the human type Fractions 520 B 2 „ and 520 Bi 
(see also Table VI). 

As in the case of the human and bovine type fractions, the 
avian type polysaccharides high in serological activity were also 
generally found to be high in pentose, lending further support to 
the suggestion (4, 8) that the active fractions contain pentose as 
an essential component. Serologically inert carbohydrate frac- 
tions high in organic phosphorus seemed lacking in the avian 
strain, although products of this nature were isolated from cells 
of both the human and bovine types. The more soluble phos- 
phorylated but serologically inactive carbohydrate in Fractions 
530 C 4 a and C 4 b, which seemed specific for the bovine strain (4), 
was not encountered, so that this product would still seem to be 
a chemical substance characteristic of the bovine strain. Other 
differences were also noted. For example, fractions corresponding 
to the serologically inert human type Fractions 520 BiC and B 2 C 


- From iin earlier preparation, not deaeribed in the present paper. 
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and the bovine Fractions 530 BiC, BjC, and BjC were not en- 
countered. Instead, appreciable amounts of magnesium sulfate 
separated under conditions in which these fractions were expected. 
In this sense an inorganic salt might be said to be the only avian- 
specific substance isolated in the course of the present study. 

StIMMAKT 

1. The polysaccharides extracted from the cells of an avian 
strain, No. 531, of tubercle bacillus were intermediate between 
those isolated from human and bo\dne strains with respect to the 
proportion of serologically active material, but the yield of poly- 
saccharides was lower than in the other types. 

2. The specific polj^accharides showed the same immunological 
specificities as did those of the human and bovine types. The 
portion corresponding to the C fraction in these t 3 pes was weaker 
in serological activity. 

3. No soluble serologically inactive, phosphorylated carbohy- 
drate corresponding to that found in the bo\dne strain was en- 
countered. 

4. Serological activity of the a\dan poly'saccharide is highest 
in the fractions containing pentose, as in the human and bovine 
types. 
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THE URINARY EXCRETION OF STEROID COMPOUNDS 
I. NORMAL MALE SUBJECTS* 
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{From the Chemical Division, Department of Medicine, the J ohns Hopkins 
University and Hospital, Baltimore) 

(Received for publication, July 19, 1940) 

This study represents an attempt to develop a procedure for the 
separation and isolation of steroid compounds from the urine of 
normal male subjects. 

Methods 

A concentrate of 1000 liters of human male urine was prepared 
by the method of Curtis, MacCorquodale, Thayer, and Doisy (1). 
After removal of acidic and phenolic material, the neutral fraction 
of this concentrate was treated with Girard’s Reagent P (2). 
From the ketonic and non-ketonic fractions thus obtained, al- 
coholic constituents were removed as half succinates (3). The 
alcoholic fractions were treated with an excess of digitonin in order 
to separate the Cs epimers. 

From the six fractions obtained, five crystalline compounds were 
isolated and identified: fraTis-dehydroandrosterone (68 mg.), 
androsterone (117 mg.), etiocholanol-3(a)-one-17 (27 mg.), 
cholesterol (59 mg.), and pregnanediol-3(a),20(a:) (63 mg.). 

Further investigations of the syrupy portions of the non-ketonic 
alcoholic fractions as well as the non-alcoholic ketonic fraction 
and the non-ketonic non-alcoholic fraction will be reported at a 
later date. 

* This study -svas aided by a grant from the Committee on Research in 
Endocrinology, National Research Council. 

A preliminary report was presented at the annual meeting of the Ameri- 
cai^ Physiological Society at New Orleans, March 16, 1940 {Am. J. Physiol., 
129, P352 (1940)). 

t John D. Archbold Fellow in Medicine. 

t Henry Strong Denison Scholar. 
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DISCUSSION 

It must be pointed out that the 3 delds of the known compounds, 
frans-dehydroandrosterone, androsterone, etiocholanol-3(a)-one- 
17, and cholesterol (Table I) are considerably lower than those 
reported by other workers. While no figures are available for the 
amount of pregnanediol-3(Q:),20(a) in human male urine, the 
same considerations apply. We feel that this discrepancy can 
be attributed to the relative ineflSciency of the benzoic acid ad- 
sorption method as compared with the solvent extraction pro- 
cedures used by other workers and that the actual and relative 


Table I 

Steroid Compounds in Human Male Urine 


Compound ^ 

1 Quantity isolated 

Present 

authora* 

Previous authoret 

frans-Dehydroandroaterone 

mg. per 1. 

0.07 

mg. per 1. 

0.2(4) 

Androsterone 

0 17 

1.6(4) 

1.4(4) 

Etiocholanol-3(a)-one-17 

0.03 

Cholesterol . .. 

0.06 

0.01t(5) 

Pregnanediol-3(a) , 20(a) 

0.06 

0.3 §(6, 7) 


* The amounts of pure substances isolated have no quantitative physi- 
ological significance. 

t The figures in parentheses represent bibliographic references. 

t Based on the amount of analytically pure cholesteryl acetate isolated. 

§ This value was obtained by the extraction of unhydrolyzed urine. 

amounts of pure substances isolated by us have no quantitative 
physiological significance. 

In a recent publication Callow and Callow (4) have suggested 
that since frons-dehydroandrosterone is excreted in increased 
amounts (2 mg. per liter) in the urine of a eunuch, this compound 
may be of extragonadal (adrenal cortex?) origin. This is con- 
sistent with the observation that the normal female (8) as well 
as the castrate female (9) excretes this compound in an amount 
comparable vdth that excreted by the normal male (10). Addi- 
tional evidence bearing on this point is provided b}”- the observation 
of Crooke and Callow (11) that there is an increased excretion of 
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/raris-deh 5 'droandrosterone in patients 'with adrenal cortical 
tumors. 

Androsterone and etiocliolanol-3(a)-one-17 are also constituents 
of the urine of normal males (10), castrate males (4), normal fe- 
males (8), and castrate females (9), although the amounts ex- 
creted bj' the castrate male are significant!}" smaller (0.6 mg. of 
androsterone and 0.9 mg. of etiocholanol-3(a)-one-17 per liter) 
than those excreted by the normal male (Table I). In addition, 
jNIarker and Lawson (12) have isolated androsterone from the 
urine of pregnant women and Butler and Marrian (13, 14) have 
obtained etiocholanol-3(a)-one-17 from the urine of a woman 
suffering from adrenal InT^erplasia. The obser\-ation of Callow 
(10) and Dorfman, Cook, and Hamilton (15) that the injection 
of massive doses of testosterone in male patients suffering from 
hypogonadism is followed by an increased excretion of androster- 
one and etiocholanol-3(a)-one-17 suggests that in part, at least, 
these compounds are of gonadal origin and indicates that the 
reduction of testosterone can take place in some site other than 
the testis. 

Further evidence on this point has been obtained by Dorfman 
and Hamilton (16) who observed an increased amount of andros- 
terone in the urine of a eunuchoid patient following the oral ad- 
ministration of testosterone, androsterone, androstanediol-3(a),17, 
androstanedione-3,17, and androstene-4-dione-3,17. 

Pregnanediol-3(a),20(a) is generally recognized as a normal 
constituent of gravid and non-gravid human female urine. The 
isolation of pregnanediol-3(a),20(or) from human male urine and 
from the urine of a noimal male subject following the injection of 
progesterone (17) suggests that the human male is able to effect 
the reduction. of progesterone to pregnanediol. Marker, Wittle, 
and Lawson (18) have isolated pregnanediol-3(a),20(a), allo- 
pregnanediol-3(a),20(a), and allopregnanediol-3(/3),20(Q;) from 
bull urine but no traces of the pregnanediols could be obtained 
from steer urine (19). Beall (20) was able to isolate progesterone 
and allopregnanol-3(j3)-one-20 from ox (steer) adrenal glands. 
This would suggest that in this species the testis may play some 
role in the reduction of progesterone to the pregnanediols and that 
m the absence of the testis the degradation proceeds to unrecog- 
nizable pi'oducts. In this connection it is interesting to note that 
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no pregnanediols could be recovered from the urine of the pregnant 
rhesus monkey follomng the injection of progesterone or preg- 
nanediol (21). 


EXPERIMENTAL 

Collection and Hydrolysis — Normal human male urine was col- 
lected in 5 gallon carboys and preserved under toluene. To each 10 
liter portion of urine after removal of the toluene, 1 liter of con- 
centrated hydrochloric acid was added and the mixture was al- 
lowed to stand at room temperature for 7 to 10 days. 

Precipitation — The hydrolysate was then precipitated with so- 
dium benzoate according to the procedure described bj’^ Curtis, 
MacCorquodale, Thayer, and Doisy (1) with 20 gm. of sodium 
benzoate per liter of urine. 20 kilos of benzoic acid were obtained 
from 1000 liters of urine. 

Preparation of Benzoic Acid-Free Concentrate — (A) 200 gm. of 
benzoic acid were shaken vigorously with 1500 ml. of dry ether 
which had previously been used in step {B) and the clear ether 
solution filtered off. {B) The residue was then extracted with 
four 400 ml. portions of fresh ether and the insoluble material 
filtered off and discarded. (C) The filtrate from (A) was shaken 
with sodium hydroxide until the aqueous solution was just alkaline 
to phenolphthalein. Decreasing volumes of alkali were used 
so that the last washings were carried out with 25 ml. portions. 
(D) The sodium hydroxide washings were combined and shaken 
out with four 400 ml. portions of ether. The ether washings were 
combined with the alkali-washed ether solutions, allowed to stand 
overnight in a dry vessel, and evaporated to a sju-up on the steam 
bath. (E) The syrups obtained from several batches of benzoic 
acid were combined, taken up in ethei’, and washed with sodium 
hydroxide until the washings were alkaline to phenolphthalein. 
The washings were shaken back with ether and the combined 
ether solutions were concentrated to a syrup on the steam bath. 

The final product was a viscous dark red syrup. 

Separation of Neutral and Acidic Fractions — The crude syrup 
from 1000 liters of urine was dissolved in 1 liter of 10 per cent 
ethanolic potassium hydroxide and boiled under a reflux for 3 
hours. The reaction mixture was then evaporated to about 500 
ml. and poured into a mixture of 1 kilo of ice, 1000 ml. of water. 
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and 550 ml. of 5 n hydrochloric acid and shaken out mth butanol 
(3 liters). The butanol solution was washed with nineteen 100 
ml. portions of 5 per cent sodium bicarbonate. The bicarbonate 
washings were shaken back once with butanol. 

The butanol solution was diluted with 2 volumes of petroleum 
ether (b. p. 35-60°) and shaken out with 100 ml. portions of 2 n 
sodium hydroxide. The alkaline washings were shaken back 
three times with a butanol-petroleum ether mixture. The 
butanol-petroleum ether solution was then washed with 100 ml. 
portions of water until the washings were colorless. The com- 
bined alkali and water washings were acidified to Congo red with 
5 K hydrochloric acid and extracted with ether. The ether solu- 
tion was washed with water, dried over sodium sulfate, and evap- 
orated to di'jTiess, jnelding 1.52 gm. of acidic and phenolic mate- 
rial. 

The butanol-petroleum ether solution was washed with 100 
ml. portions of 2 x hydrochloric acid until the washings were 
colorless, and finally with water. After removal of the solvents 
18.3 gm. of neutral material were obtained. 

Separation of N'cutral Ketones from Neutral Non-Keto7uc Frac- 
tion — ^The neutral fraction (18.3 gm.) was dissolved in 120 ml. 
of absolute ethanol and boiled under a reflux for an hour with 12 
gm. of glacial acetic acid and 6.8 gm. of Girard’s Reagent P (2). 
After the mixture was worked up in the usual manner, 3.81 gm. 
of neutral ketonic and 9.98 gm. of neutral non-ketonic material 
were obtained. 

Separation of Alcoholic from Non-Alcoholic Neutral Ketones — 
The neutral ketonic fraction (3.81 gm.) was dissolved in 60 ml. of 
dry pyridine and treated with 12 gm. of succinic anhydride (3). 
After being warmed gentlj' to effect solution the reaction mixture 
was allowed to stand at room temperature for 46 hours, warmed 
on the steam bath for J hour, and poured into 750 ml. of ice water. 
By the usual methods, 1.03 gm. of neutral non-alcoholic ketonic 
and 2.32 gm. of neutral alcoholic ketonic material were isolated. 

Separation of Alcohols from Neutral Non-Ketonic Fraction — 
The neutral non-ketonic fraction (9.98 gm.) was treated with 30 
gm. of succinic anhj’dride and 150 ml. of pyridine. 3.93 gm. of 
neutral non-ketonic non-alcoholic material and 4.29 gm. of neu- 
tral non-ketonic alcoholic material were obtained. 
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All four fractions were retreated with Girard’s Reagent P. 
The neutral alcoholic ketone fraction (2.32 gm.) yielded 0.38 gm. 
of neutral non-ketonic alcohols and 1.85 gm. of neutral ketonic 
alcohols; the neutral non-alcoholic ketone fraction (1.03 gm.) 
jdelded 0.22 gm. of neutral non-ketonic non-alcoholic material 
and 0.77 gm. of neutral non-alcoholic ketones; the neutral non- 
ketonic alcohol fraction (4.29 gm.) yielded 3.98 gm. of neutral 
non-ketonic alcohols and 0.21 gm. of neutral ketonic alcohols; 
and the neutral non-ketonic non-alcoholic fraction (3.93 gm.) 
yielded 0.06 gm. of neutral ketonic non-alcoholic material and ap- 
proximately 3.75 gm. of neutral non-ketonic non-alcoholic material 
which was not weighed because of the difficulty in drying the mate- 
rial to constant weight. 

After combination of similar fractions the four fractions were 
retreated with succinic anh 3 ’^dride and pyridine. The neutral 
non-ketonic alcohol fraction (4.36 gm.) 3 delded 0.66 gm. of neutral 
non-ketonic non-alcoholic material and 3.41 gm. of neutral non- 
ketonic alcohols; the neutral ketonic alcohol fraction (2.06 gm.) 
yielded 0.54 gm. of neutral non-alcoholic ketones and 1.42 gm. of 
neutral alcoholic ketones; the neutral non-ketonic non-alcoholic 
fraction (about 3.9 gm.) yielded about 3.1 gm. of neutral non- 
alcoholic non-ketonic material and 0.34 gm. of neutral non-ketonic 
alcohols; and the neutral non-alcoholic ketone fraction (0.83 gm.) 
yielded 0.44 gm. of neutral non-alcoholic ketones and 0.29 gm. of 
neutral ketonic alcohols. 

Digitonin Precipitation of Neutral Ketonic Alcohols — The neutral 
ketonic alcohol fractions were combined (1.71 gm.) and dissolved 
in 200 ml. of hot 60 per cent methanol. The clear solution was 
treated with a hot solution of 4 gm. of digitonin in 100 ml. of hot 
60 per cent methanol. Precipitation of digitonides took place 
immediately. After the material, was chilled overnight the pre- 
cipitate was filtered off, washed with a small quantity of ice-cold 
60 per cent methanol, and dried. 

The filtrate and washings were evaporated to dryness under 
reduced pressure. The residue was dissolved in absolute ethanol 
and again taken down to dryness under reduced pressure. The 
final residue was warmed on the steam bath for ^ hour with 15 
ml. of dry pj^idine. The solution was poured into 150 ml. of 
drj^ ether and the precipitated digitonin was filtered off and 
wa.shed with ether. The filtrate and washings were washed with 
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N hydrochloric acid and then with water. The solution was dried 
over sodium sulfate and evaporated to dryness. The jdeld of 
neutral ketonic alcohols not precipitated by digitonin was 1.38 
gm. 

The solid digitonides were heated on the steam bath for ^ hour 
with 10 ml. of pjTidine and the solution was poured into 100 ml. 
of ether. The precipitated diptonin was filtered off and washed 
with ether. The filtrate and washings were washed with n hydro- 
chloric acid and water, dried over sodium sulfate, and evaporated 
to drj-ness. 0.38 gm. of neutral digitonin-precipitable ketonic 
alcohols was obtained. 

Digitonin Precipitation of Neutral Non-Ketonic Alcohols — The 
neutral non-ketonic alcohol fraction (3.76 gm.) was dissolved in 
500 ml. of hot 60 per cent methanol and treated with a hot solution 
of 8.0 gm. of digitonin in 200 ml. of hot 60 per cent methanol. 
The mixture was chilled overnight and the digitonides filtered off, 
washed with cold 60 per cent methanol, and dried. 

The precipitate and filtrate were worked up as above and j'ielded 
respectively 1.73 gm. of neutral non-ketonic digitonin-precipitable 
alcohols and 1.97 gm. of neutral non-ketonic alcohols not precipi- 
tated by digitonin. 

Isolation of Trans-Dehydroandroslerone — The neutral ketonic 
digitonin-precipitable alcohol fraction (0.38 gm.) was extracted 
repeatedly with boiling hexane. The hexane extracts were fil- 
tered and allowed to evaporate slowly at room temperature. Tlic 
fine colorless needles which separated were filtered off and re- 
crj’stallized once from hexane. 38 mg. of material, m.p. 145- 
146.5°,* were obtained. The mother liquors were evaporated to 
drjmess and the residue was treated with 1 ml. of pjaidine and 
0.3 ml. of benzoyl chloride and heated on the steam bath for 15 
minutes. The solution was diluted with water and filtered. The 
crystals were washed with cold methanol and recrj'stallized from 
ethyl acetate. (rans-Dehydroandrosterone benzoate (15 mg.) 
melting at 229-235° was obtained. 

The material insoluble in hexane was dissolved in 10 ml. of 
methanol and boiled under a reflux ■noth 300 mg. of semicarbazide 
hydrochloride and 350 mg. of sodium acetate (hydrated) for 2 
hours. After the material was chilled, the precipitate was filtered 


* All the melting points are corrected. 
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off and recrystallized from 95 per cent ethanol, yielding 36 mg. 
of troTzs-dehydroandrosterone semicarbazone, m.p. 263-265°. 

The benzoate was also prepared from 36 mg. of the free ketone, 
m.p. 146-146.5°, and 13 mg. of benzoate, m.p. 247-250°, and 10 
mg. of material, m.p. 241-244°, were obtained. When the higher 
melting fraction was mixed with an authentic specimen of irans- 
dehydroandrosterone benzoate, no depression of the melting 
point was observed. 

Isolation of Androsterone and Etiocholanol-3{oi)-0m-17 — ^The 
fraction consisting of neutral ketonic alcohols not precipitated bj'^ 
digitonin (1.38 gm.) was extracted repeatedly Avith boiling hexane 
and the extracts evaporated to dryness. The residue was acet- 
ylated by treatment with 3 ml. of acetic anhydride and 3 ml. 
of pyridine on the steam bath for 2| hours. The reaction mixture 
was diluted mth water and chilled. The precipitated solid was 
filtered off and Avashed AAuth Avater. 

The broAAm hexane-insoluble residue Avas dissolved in 20 ml. of 
methanol and treated with a solution of 0.5 gm. of semicarbazide 
hj’-drochloride and 0.6 gm. of sodium acetate. After boiling under 
a reflux for 2 hours the mixture Avas cooled, filtered, and the semi- 
carbazone Avashed Avith Avater and methanol and dried. The 
semicarbazone mixture Avas suspended in a mixture of 7.5 ml. 
of ethanol, 4 ml. of Avater, and 1 ml. of concentrated sulfuric 
acid and refluxed for 2 hours. The reaction mixture Avas diluted 
with Avater and extracted A\dth ether. The extract Avas Avashed 
with Avater, dried over sodium sulfate, and evaporated to dryness. 
The residue Avas acetylated by treatment with 1 ml. of acetic 
anhydride and 1 ml. of pyridine on the steam bath for 2 hours. 
The reaction mixture Avas diluted Avith Avater and chilled, and the 
partly crystalline solid filtered off, Avashed Avith Avater, and com- 
bined AAdth the main batch of acetates. 

The crude acetates Avere fractionally crystallized from aqueous 
methanol by the “triangle method.” From the least soluble frac- 
tions 134 mg. of androsterone acetate, m.p. 159.5-161.5°, were 
obtained. Saponification yielded androsterone, m.p. 182-183°, 
after one recrystallization from aqueous methanol. The melting 
point Avas not depressed upon admixture Avith an authentic speci- 
men of androsterone.* 

* The authors are indebted to Dr. W. Fleischmann for the specimen of 
androsterone. 
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The more soluble material jrielded fractions ranging in melting 
point from 84-113°. These were combined and boiled under a 
reflux for Ij hours with 10 ml. of 5 per cent methanolic potassium 
hj’-dro.xide. After standing at room temperature overnight, the 
reaction mixture was diluted with water, extracted with ether, 
and the extract washed with water, dried over sodium sulfate, 
and evaporated to drjTiess. 

The pale yellow sj'rupy residue w’as dissolved in 35 ml. of carbon 
tetrachloride and passed through a column of aluminum oxide 
(Merck, standardized according to Brockmann) 15 mm. in diam- 
eter and 150 mm. in height. The column was developed with 100 
ml. of carbon tetrachloride and then eluted with 100 ml. portions 
of 0.1, 0.2, 0.3, and 0.5 per cent ethanol in carbon tetrachloride 
and finally with 200 ml. of 1 per cent ethanol in carbon tetra- 
chloride. 

The fraction eluted by 0.5 per cent ethanol in carbon tetra- 
chloride was dissolved in 0.5 ml. of pyridine, treated with 0.05 
ml. of benzoyl chloride, and warmed on the steam bath for 15 
minutes. After dilution with water the mixture was chilled over- 
night. The water was decanted off and the residual oil washed 
with water and taken up in methanol. After dilution with water 
and chilling, crj'stals, m.p. 151-154.5°, separated. One recrys- 
tallization raised the melting point to 162-163°. The melting 
point was not depressed bj’’ admixture with an authentic specimen 
of etiocholanol-3(Q:)-one-17.^ 37 mg. of etiocholanol-3(a)-one-17 
benzoate were obtained. Saponification with methanolic sodium 
hj’^droxide yielded etiocholanol-3(a)-one-17, m.p. 150-151°, after 
one recrj'stallization from aqueous methanol. The melting 
point was not depressed by admixture rvith an authentic specimen 
of etiocholanol-3(a)-one-17.’ 

Isolation of Chohsteryl Acetate — The neutral non-ketonic digi- 
tonin-precipitable alcohol fraction (1.73 gm.) was dissolved in 7 
ml. of pyridine and 5 ml. of acetic anhydride, warmed on the steam 
bath for § hour, and allowed to stand at room temperature for 22 
hours. After evaporation to diyness under reduced pressure, 
the residue was dissolved in 100 ml. of ether and the solution was 
washed with dilute hydrochloric acid, dilute sodium carbonate, 
and water, dried over sodium sulfate, and evaporated to drjTiess. 

’ The authors are indebted to Dr. H. Hirschmann for the specimen of 
etiocholanol-3(a)-one-17 and its benzoate. 
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The residual syrup was dissolved in hot 95 per cent ethanol, 
filtered, and chilled. The seraicrystalline precipitate was filtered 
off and, after three recrystallizations from ethanol and one 
from ether-ethanol mixture, 65 mg. of cholesteryl acetate, m.p. 
114-115°, were obtained. The melting point was not depressed 
on admixture with an authentic specimen of cholesterjd acetate. 

Isolation of Pregnanediol-3{a),20{a ) — The neutral non-ketonic 
alcohols not precipitated by digitonin (1.97 gm.) were dissolved 
in 8 ml. of pyridine and 6 ml. of acetic anhydride, heated on the 
steam bath for 1§ hours, and allowed to stand at room temperature 
for 22 hours. The reaction mixture was evaporated to dryness 
under reduced pressure and the residue dissolved in ether. The 
ether solution was washed with dilute hydrochloric acid, dilute 
sodium carbonate, and water, dried over sodium sulfate, and 
evaporated to dryness. 

The residue was dissolved in 10 ml. of benzene and poured 
through a column of aluminum oxide 420 mm. in height and 8 
mm. in diameter. The column was then washed with successive 
portions of pentane (four 10 ml. washings), benzene (five 10 ml. 
washings), ethyl acetate (four 10 ml. washings), acetone (two 10 
ml. washings), and methanol (two 10 ml. washings). The first 
two pentane washings were evaporated to dryness and the residual 
clear yellow syrups were dissolved in cold methanol and diluted 
u4th a small amount of water. After the material was 'chilled, 
the semicrystalline products were filtered off and combined. 

After two recrystallizations from methanol 73 mg. of pregnane- 
diol-3(a),20(a) diacetate, m.p. 176.5-178°, were obtained. From 
the mother liquors an additional 6 mg., m.p, 176.5-178.5°, were 
isolated. No depression of the melting point was observed when 
this compound was mixed with an authentic specimen of preg- 
nanediol-3(a:), 20(a) diacetate. 

Saponification of the diacetate bj"^ boiling for 2 hours with 10 
per cent methanolic potassium hydroxide and recrystallization of 
the product from aqueous ethanol yielded pregnanediol-3(a),- 
20(a), m.p. 234.5-236.5°, which was not depressed by admixture 
with an authentic specimen. 

SUMMAHY 

1. A systematic procedure for the separation and isolation of 
steroid compounds from urine has been developed and applied 
to the urine of human male subjects. 
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2. The isolation and identification of androsterone, etiocholanol- 
3(tt)-one-17, imns-dehydroandrosterone, cholesterol, and preg- 
nanediol-3(a), 20(a) are described. 

3. Theories concerning the origin of these compounds are dis- 
cussed. 

The authors wish to acknowledge the technical assistance of 
j\Ir. Harrj' Eisenberg. 
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INCREASED EXCRETION OF TJRINARy AMMONIA IN THE 

DOG FOLLOWING THE INTRAVENOUS INJECTION 
OF BOTH NATURAL AND UNNATURAL FORMS 
OF CERTAIN AMINO ACIDS* 

Bt SIDNEY BLISS 

{From the Department of Biochemistry, Tulane University, New Orleans) 
(Received for publication, July 25, 1940) 

The purpose of this investigation was to determine whether or 
not there would be an increased excretion of urinary ammonia 
when amino acids were furnished as precursors for this ammonia 
formation in addition to the amino acids already available in the 
blood stream. When it was found that there was increased ammo- 
nia elimination following the intravenous injection of amino acids, 
attention was directed to the effectiveness of the natural and 
unnatural forms. 

Until recentl}' the view has been held that tissue proteins yield 
only the I forms CU'ohl-Freudenberg nomenclature) of amino acids 
on hydrolysis, and, imder the circumstances, only these natural 
forms were thought of as being available for any reactions that 
amino acids might undergo in the animal body. This mew was 
fortified by a large body of emdence which has been reviewed by 
Berg and Potgieter (1). They state, “It is obvious, therefore, 
that the imnatural component of a racemic modification of an 
amino acid is less readily attacked in the body than is the natu- 
rally occurring isomer.” These authors raised the question 
whether this difference in utilization is an absolute one or not. 
"Whether this difference in susceptibility to attack is sufficient to 
render effective utilization of an optical isomer impossible when 
only small amounts of its antipode are required (as, for example, 
in growth) may well be questioned." 

Evidence has been accumulating to indicate that the anirriftl 

* This investigation vas aided by a grant from the David Trautman 
Schwartz Research Fund. 
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body can utilize at least some of the unnatural isomers of the 
amino acids. In 1937 Conrad and Berg (2) demonstrated the 
transformation of the unnatural d-histidine into Z-histidine in the 
gro^ving rat. These studies were extended to tryptophane and 
lysine by Totter and Berg (3), showing that, like d-histidine, 
d-tryptophane can be utilized, whereas d-lysine is non-utilizable. 

Kbgl and Erxleben (4) claim to have demonstrated that the 
unnatural (d) form of glutamic acid can be isolated from cancer 
tissue, but not from normal tissue. In the controversy raised by 
this claim, evidence has been offered (5) to indicate that the un- 
natural form of glutamic acid is present in various normal proteins, 
thus requiring a reexamination of the view generally held that 
proteins contain only the natural (Z) optical antipode of the 
amino acids. 

The work of Braunstein and Kritsman (6) and Braunstefn (7) 
on the transamination of d and Z forms of the amino acids in normal 
muscle and malignant tissue adds further interest to the question 
of the biological importance of the natural and unnatural antipodes 
of the amino acids. 

It has been established that amino acids are deaminated, with 
ammonia formation, when incubated with fresh kidney slices (8, 9). 
In the present investigation we have attempted to demonstrate 
that this occurs in the living animal. 

The work of Polonovski and Boulanger is related to this problem. 
These investigators (10) studied kidney arterio-venous differences 
in ammonia content, and they concluded that increased differences 
in ammonia content were obtained when glycine, cZZ-alanine, and 
Z-alanine (slight) were given intravenously, whereas the injection 
of urea was without effect upon such differences. They report 
no studies on urine, but conclude that, “These amino acids appear 
to contribute to the production of ammonia in the urine.” In 
further studies (11) these authors again measured only the blood 
ammonia differences between renal artery and vein. They studied 
the effects of natural and unnatural forms of alanine by injecting 
the dl form and the Z-alanine (referred to by them as “d-alanine 
{alanine naturelle)"), observing that more ammonia appeared in 
the renal vein when the dl form was used than when Z-alanine 
was used. 

Our approach to the problem has been to attempt to demon- 
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strate that amino acids do or do not serve as precursors for the 
urinary ammonia formed in the kidney for acid neutralization. 
We have reasoned that if amino acids do ser\'e as precursors for 
the urinarj^ ammonia their intravenous injection should augment 
ammonia formation when the kidnej' is stimulated to ammonia 
formation by the administration of mineral acid. 

Methods 

Except where specified to the contrarj’, all e.xperiments were 
performed with unanesthetized dogs that had been trained to 
metabolic procedures. Females were used. The5’’ were main- 
tained on a diet of 70 calories per kilo, in which lean beef muscle 
furnished 0.61 gm. of nitrogen per kilo, and the remainder of the 
calories was furnished as sucrose. On this diet dogs maintain a 
constant weight and remain in vigorous condition for considerable 
periods. 

In a preliminar}' operation the vagina is split to facilitate 
catheterization. To insure accurate collection of urine in the 
75 minute periods, the bladder was always washed out with meas- 
ured portions of sterile water, which was completely recovered in 
all cases, and such washings were continued and added to the 
urine sample imtil the washings contained no minary pigment. 
Analyses were made at once in duplicate. 

Dogs were always fed at 5 p.m. and experiments started at 
9 a.m., so that in each case the experiment started 16 hours after 
the feeding of a constant standard diet, thus standardizing the 
time of the experiment in the last 8 hours before a subsequent 
feeding. In all cases the food was eaten immediately and 
completely. 

Ammonia was determined by aeration of a 5 cc. sample into 
0.1 N acid, followed by titration with base. Caprylic alcohol was 
used as an antifoam, and Folin’s alkali mixture of 15 per cent 
potassium carbonate and 15 per cent potassium oxalate was used, 
at least 1 cc. of excess being allowed after the urine had been ren- 
dered alkaline. Control experiments showed that recovery was 
complete in 30 minutes; the aeration periods were 45 minutes. 

Amino acids were determined by Danielson’s (12) modification 
of the Folin (13) method. 

Drea was estimated by the mease method given in Peters and 
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Van Slyke (14) with the following modifications: The urease 
preparation used was 50 mg. of urease, Squibb, powdered. Urea 
nitrogen was calculated by subtracting the blank on the reagents 
as well as the preformed ammonia determined separately by aera- 
tion as described above. 

The amino acids used were obtained from Hoffmann-La Roche, 
Inc. Their purity and identity were established by determination 
of total nitrogen, amino nitrogen, and rotation in HCl solution. 

We have compared the ammonia formation after acid adminis- 
tration in a preliminary period in which there was acid administra- 
tion only with the ammonia formation after acid administration 
plus the intravenous injection of amino acids which could serve 
as additional precursors of urinary ammonia at a time when the 
kidneys are called upon to produce additional ammonia, and with 
an after period when again, as in the preliminary period, there was 
acid administration only. 150 cc. of 0.14 n HCl were given by 
stomach tube in each case. 

The experiments were carried out in the following way : 16 hours 
after the last feeding the bladder was emptied and washed with 
sterile water. 100 cc. of water were given by stomach tube to 
insure adequate urine volumes. Two preliminary, 75 minute 
urine samples were collected. 150 cc. of 0.14 n HCl were given by 
stomach tube, and the urine collected for three more 75 minute 
periods. When amino acids were given in addition to mineral 
acid, the injections into the jugular vein were accomplished as 
follows: 2 gm. of the amino acid were dissolved in water to a volume 
of 100 cc. This solution at body temperature was injected in 
five portions of 20 cc. each at about equal intervals during the 
1st hour after the mineral acid had been given by stomach tube. 
No anesthesia was used, and all urines were direct catheter speci- 
mens, although the dogs were kept in metabolism cages between 
catheterizations to guard against the possibility of spontaneous 
urinations. By washing out the bladder at the end of each cathe- 
terization, we were convinced that complete emptying was 
achieved, and, after some ex'perience had been acquired, it was 
possible to obtain emptyings at the exact intervals within a 
few seconds. 

Table I is compiled from the data on three dogs and shows that 
comparable values for the preliminary and after periods of acid 
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administration alone are obtainable, whereas the administration 
of amino acid at the time of imposing this acid load causes an 
output of urinar}’' ammonia that is 2 to 4 times the amount 
eliminated after acid alone. 

Table II presents results of controls on acid administration, 
showing that there is always an increase in urinaiy ammonia 
following acid administration, and that the amount of such extra 

Table I 

Rale of Ammonia Elimination in Urine in Response to Acid Administration 
and Injection of Amino Acids 


150 cc. of 0.14 jr HCl were administered by stomach tube. The amino 
acids were injected into the jugular vein. 


Dos 

No. 

Deto 

Period* 

Eitxat ftinisonia N excreted 

1 

i ms 

Feb. 14 

i 

Preliminary 

I fnp. ptr hr. 

6.2 


“ 22 

Experimental 

15.2 (1.8 gm. dl-leucine) 


Mar. 9 

After 

6.4 

2 

“ 13 

Preliminary 

4.2 


" 15 

Experimental 

19.8 (2.0 gm. d-alaninej) 


Apr. 10 

After 

4.0 

3 

Mar. 6 

Preliminary 

7.9 


“ 13 

ft 

6.4 


" 16 i 

Experimental 

14.8 (2.0 gm. d-alaninet) 


“ 21 

After 

7.5 


" 30 

ft 

7.9 


* Preliminary period, acid admindstration only; experimental, acid ad- 
ministration and injection of amino acid; after period, acid administra- 
tion only. 

t The difference between fore and after periods on a single day’s ex- 
periment. 

t Unnatural isomer. 

ammonia nitrogen elimination is well below the extra amount 
eliminated when amino acids are given. 

"When urea is injected in addition to acid administration (with 
more than double the amount of nitrogen used in the amino acid 
experiments), there is no more ammonia eliminated than when acid 
is administered alone. Also, the injection of amino acid alone 
(in the largest amoimt used in any experiment) causes no such 
ammonia elimination as was obtained when acid was given, 
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although the small augmentation of ammonia elimination is in 
harmony with the view that amino acids are the precursors of 
urinary ammonia. 

From the data.in Table III it is seen that the injection of both 
optical enantiomorphs of alanine and leucine causes the elimination 

Table II 

Excretion of Urinary Ammonia Nitrogen before and after HCl by Stomach 
Tube; Controls on Acid Administration Alone 


Each reading represents the average of two or more 75 minute periods. 


Dog No. 

Preliminary 

After HCl by stomach 
tube 

Net increase 


mff. per hr. 

mg, per hr. 

mg. per hr. 

1 

8.6 

14.7 

6.1 

4 

4.1 

10.9 

6.8 

2 

7.0 

16.7 

9.7 

3 

7.9 

16.2 

8.3 

2 

8.1 

18.4 

10.3 

1 

16.8 

23.0 

6.2 

2 

7.5 

12.0 

4.5 

3 

7.9 

14.4 

6.5 

3 

11.7 

20.0 

8.3 

3 

10.6 

18.0 

7.4 

4 

7.6 

14.1 

6.5 

5 

8.8 

17.3 

8.5 

6 1 

6.5 

9.8 

3.3 

6 

15.0 

19.6 

4.B 

7 

12.1 

15.9 

3.8 

7 

12.3 

19.1 

6.8 

6 

10.0 

16.2 

6.2 

Average 

9.6 

16.3 

6.7 

Control, urea injection (1.5 gm.) -|- acid administration 

2 

10.8 

17.7 

6.9 

Control, 6.0 

gm. dl-alanine injected without acid administration 

5 

13.1 

19.0 

5.9 


of more extra ammonia following the administration of hydro- 
chloric acid than was eliminated when hydrochloric acid was 
given alone. Also, in all cases there is somewhat more ammonia 
elimination following the injection of the unnatural isomer than 
Avith the natural one. 
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Table III 

Excrelion of Urinary Ammonia Nitrogen before and after HCl by Stomach 
Tube and Amino Acid Intravenously 


Each figure represents the average of two or more 75 minute periods. 


Amino add 

Prelimi- 

nary 

Aft€r 
HCI and 
amino 
acid 

Net 
in- 1 
crease { 

1 

Amino add 

Prelimi- 

nary 

After 1 
HCI and 
amino ; 
add j 

Net 

in- 

crease 

1 

riff, per , 
hr. 1 

riff, per 
hr. 1 

riff. 

per hr. ^ 


ng. per 
hr. 

nff. per \ 
hr. 1 

nff. 
per hr. 

dZ-Alanine 

7.8 

23.7 

1 

d/-Leucine 

9.8 

24.8 



9.1 

23.5 



2.7 

10,5 



(8.5) 

(23.6) 

15.1 


(6.3) 

(17.7) 

11.4 

/-Alanine 

6.0 

15.6 


/-Leucine 

9.9 

21.9 



7.9 

17.1 



20.4 

29.9 



8.7 

26.2 


1 

(15.2) 

(25.9) 

10.7 

1 

(7.5) 

(19.6) 

12.1 

d-Leucine 

9.3 

25.2 


d-Alanine 

6.3 

25.2 



10.4 

21.0 ] 



12.8 

28.0 



(9.9) 

(23.1) 

13.2 


13.3 

30.6 







7.S 1 

19.7 1 







1 (10.1) 

(25.9) 

15.8 1 






The figures in parentheses represent the averages for the groups. 


Table IV 

Excrelion of Ammonia, Amino Acid, and Urea Nitrogen 


The amounts shown represent the extra elimination following the admin- 
istration of HCI (by stomach tube) and amino acid (intravenously). 



I 

Dog No. 


j Amtno acid N i 

TTreaN 

N 

1 

Total 

excreted 



mff. per hr. 

riff, per hr. 

ng. 

mg. per hr. 

Katural forms 






i-Leucine (2.0 gm. con- 

6 

12.0 

0.6S 

2.6 


taining 213.8 mg. N) 

7 

9.5 j 

-0.46 

0.0 1 

-46 

/-Alanine (2.0 gm. con- 

6 

9.2 

0.05 

0.2 

-19 

taining 314.6 mg. N) 

8 1 

17.5 

0.44 

1.65 

76 

Unnatural forms 

1 





d-Leucine (2.0 gm.) 

6 

15.9 

0.66 

1.46 

16 


7 

10.6 

0.22 

0.83 

-6 

d-Alanine (2.0 gm.) 

6 

15.2 

27,8 

104.2 

-77 


8 

[ 7.9 

19.0 

71.3 

16 


The data in Table lY deal "with the extra elimination of amiao 
acid nitrogen and urea nitrogen, as rvell as the ammonia nitrogen 
elimination. 
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It has been observed frequently that after the injection of the 
unnatural isomer of an amino acid there is a considerable excretion 
of that form in the urine. The results with the unnatural form of 
alanine bear this out. As much as one- third of the injected nitro- 
gen was eliminated. This was not the case with the natural isomer 
of alanine, and both forms of leucine were retained after injection, 
with only negligible loss in the urine. 

The excretion of urea showed no significant changes. Such are 
not to be expected in short experiments, nor could conclusions be 
safely drawn about the excretion of urea when there were periods 
of marked diuresis due to the fluid administered. 

Several experiments were carried out in which the HCl and the 
amino acid were in solution together and injected intravenously. 
The results in these experiments were similar in the amount of 
ammonia eliminated and the time relations in excretion to those 
reported with HCl administered by stomach tube. 

DISCUSSION 

The administration of hydrochloric acid by stomach tube to 
dogs is a stimulus to the formation and elimination of ammonia 
excreted in the urine as a part of the acid-neutralizing equipment 
of the body. 

In control experiments the administration of acid alone resulted 
in regular increases in the ammonia elimination in those periods 
in which the urine volume gave evidence of the absorption of the 
acid administered. These conclusions are further strengthened 
by the experiments in which the same strength and amounts of 
hydrochloric acid were injected intravenously. 

If the amino acids coming to the kidney in arterial blood serve 
as the precursors for the formation of ammonia for acid neutraliza- 
tion, the simultaneous administration of mineral acid to increase 
the stimulus to ammonia formation and the injection of additional 
auiino acids should cause more ammonia formation and excretion 
than the injection of either one of them alone. This has been 
found to be the case. The injection of amino acids without any 
mineral acid to increase the acid load showed only a slight increase 
in ammonia output, and the administration of acid alone was 
accompanied bj’' the excretion of an amount of ammonia that was 
considerably less than was found Avhen both were given at the 
same time. 
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STJMMAKY 

1. Experiments \nth dogs indicate that there is an increased 
elimination of urinai^' ammonia following the intravenous injec- 
tion of alanine and leucine. 

2. Both optical enantiomorphs scrv'e as precursors. 

3. There is more urinaiy ammonia elimination following the 
injection of the unnatural (d) forms of these amino acids than 
with the natural forms. 
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STUDIES ON THE PRODUCTION OF TAUROCHOLIC 
ACID IN THE DOG 

V. MEimONINE SULFOXIDE* 

Bt ROBERT W. VIRTUE axd AULDRED E. DOSTER-VIRTUE 
{From the Department of Chemistry, University of Denver, Denver) 

(Received for publication, July 29, 1940) 

Since administration of methionine to bile fistula dogs had been 
followed by an increased output of tamochobc acid (1), it became 
of interest when methionine sulfoxide was prepared (2) to see 
whether or not this oxidized derivative might give rise to extra 
taurine. If the sulfoxide could be changed to taurine, then one 
might assume that oxidation could be an early step in the formation 
of taurine from methionine. 

EXPERIMENTAL 

Cholic acid is usually considered to be the limiting factor in 
the formation of taurocholic acid (3). However, when an excess 
of cholic acid over taurine is present in the liver of dogs, taurine 
becomes the limiting factor. In the experiments herein described 
we depleted the livers of female bile fistula dogs of their taurine 
by fasting and by feeding 6.7 milliequivalents of cholic acid daily. 
The cholic acid was given so that it might unite with any taurine 
in the liver and be excreted as taurocholic acid in the bile. On 
the 3rd day of this regime, 6.7 milliequivalents of methionine 
sulfoxide were dissolved in water and given with the cholic acid. 
Some administrations were made subcutaneously and some intra- 
venously. If methionine sulfoxide could be changed to tauriuQe, 
then an increased output of taurocholic acid should be observed 
after this procedure. The bile was collected at 24 hoiu inter\’’als, 

* A preliminary report of these studies was presented before the Thirty- 
fourth meeting of the American Society of Biological Chemists at New 
Orleans, March 13, 1940. 
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Table I 

Urinary Sulfur Partitions and Taurocholic Acid Production Following 
Administration of Methionine Sulfoxide to Fasting Bile Fistula Dogs 
Each animal was fed 2.8 gm. (0.213 gin. of S) of methionine sulfo.xide = 


6.7 milliequivalents of cholic acid daily. 


Dog 

No. 

Day 

Weight 

Total N 

, Total S 

Sulfate 

S 

Organic 

S 





kg. 

gm. 

mg. 

mg. 

mg. 

mg. 

mg. 

54 

1 

14.1 

11.77 

' 674 

431 

243 

10 

3325 


2 


8.67 

501 

344 

157 

10 

2520 


3 


6.90 

460 

298 

162 

9 

2677 


4 


6.31 

500 

325 

175 

9 

2656* 


5 

11.4 

6.74 

431 

299 

132 

8 

2357 

57 

1 

17.7 

7.2o 

452 

338 

114 

7 

2791 


2 


5.72 

' 382 

271 

111 

5 

2666 


3 


6.43 

490 

324 

166 

3 

2852t 


4 

17.0 

5.98 

366 

255 

111 

3 

2719 

59 

1 

14.5 

4.67 

240 

135 

105 

6 

2512 


2 


3.91 

222 

120 

102 

9 

1316 


3 


4.18 

346 

167 

179 

6 

2146t 


4 1 

13.9 

3.76 

242 

139 

103 

6 

1274 

60 

1 

10.5 

6.34 

369 

244 

125 

8 

3429 


2 


5.76 

311 

202 

109 

6 

2154 


3 


5.62 

446 

253 

193 

6 

2507* 


4 

9.1 

4.09 

234 

145 

89 

4 

1244 

61 

1 

12.3 

7.31 

219 

118 

101 

6 

892 


2 


3.98 

209 

115 

94 

3 

510 


3 


2.52 

272 

109 

163 

2 

570t 


4 

10.9 

2.80 

197 

106 

91 

3 

324 

61 

1 

12.3 

6.66 

326 

184 

142 

4 

955 


2 


4.36 

252 

144 

108 

4 

653 


3 


3.86 

379 

182 

197 

2 

1178t 


4 

11.0 

3.40 

238 

131 

107 

3 

747 

62 

1 

11.4 

•5.95 

394 

277 

117 

7 

3328 


2 


4.93 

279 

179 

100 

6 

1617 


3 


5.16 

449 

280 

169 


2103* 


4 

10.5 

4.64 

286 

188 

98 ! 

1 


1371 


6.7 milliequivalents of methionine sulfoxide (1.1 gm.) were dissolved in 
water and injected (*) subcutaneously, (t) intravenously, and (f) intra- 
venously 2 hours after cholic acid was fed. 


just before the cholic acid was given. The urines were collected 
by catheterization. 
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The methionine sulfoxide was prepared according to Toennies 
and Kolb (2).* 

CjHiiIsOjS. Calculated, S 19.33; found, S 19.10 

The cholic acid was purchased from Riedel-de Haen. The analyti- 
cal methods used have been described previously (1). 

Results 

The first subcutaneous administration of methionine sulfoxide 
(Dog 54, Table I) was rather unsuccessful, for only 40 mg. of 
sulfur were recovered after 213 mg. had been given. Little 
effect was seen on the sulfur content of either urine or bile. The 
next administration (Dog 57) was made intravenously. IMore 
than half the sulfur was recovered, most of which appeared in 
the urine. About half the urinary sulfur had been oxidized to 
sulfate. A slight rise in taurocholic acid production was ob- 
served, but it was not large enough to be significant. Somewhat 
similar results were obtained when methionine sulfoxide was 
injected intravenously into Dog 61 the first time. A slightlj’ 
higher output of taurocholic acid was observed which was not 
large enough to permit drawing any conclusions. All of the re- 
covered urinary sulfur appeared in the organic fraction. 

Four more experiments were performed with methionine sulf- 
oxide, all of which produced consistent and definite results indi- 
cating three things: first, that administration of methionine sulf- 
oxide may be followed by an increased output of taurocholic acid; 
second, that the dog has difliculty in oxidizing completely the 
sulfur of methionine stdfoxide, as shown by the relatively large 
proportion of urinary sulfur in the organic fraction; and third, 
that no disulfide sulfur appears in the urine as a result of metab- 
olism of the sulfoxide. Administration was made intravenously 
to Dogs 59 and 61 (second experiment), and subcutaneously to 
Dogs 60 and 62. The second time methionine sulfoxide was given 
to Dog 61 it was not injected simultaneously with the feeding of 
cholic acid, but was given 2 hours later. This was done to be 

_ * A portion of the methionine sulfoxide used in these experiments was 
Idndly supplied by Dr. Toennies. The authors wish to express their 
sincere appreciation for this material. 
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sure the cholic acid and the sulfoxide might be in the body at the 
same time, so that conjugation would be enhanced if such a reac- 
tion were possible. No delay in subcutaneous administration was 
considered necessary, for absorption of cholic acid from the ali- 
mentary tract should proceed simultaneously with absorption 
of the subcutaneously administered material. 

DISCUSSION 

The results obtained on comparison of the oxidation of methi- 
onine (1) and of methionine sulfoxide by the dog are analogous to 
those observed on comparison of the oxidation of cystine with that 
of its partially oxidized derivatives (4); namely, that the more 
highly the sulfur is oxidized in the compound administered the 
more difficult becomes the oxidation of that substance to sulfate. 
The oxidized derivatives of both cystine (4) and methionine give 
rise to extra excretion of taurocholic acid, which requires oxidation 
of the sulfur to the sulfonic acid. Since methionine and its sulfox- 
ide may cause production of taurocholic acid, the sulfoxide may 
be an intermediate in the change of methionine to taurine. This 
oxidation would necessitate a different path than that proposed 
(5) for the oxidation of methionine to sulfate, in which demethyla- 
tion of methionine was a preliminary step in its metabolism. 

No proof is yet available that methionine is actually changed to 
taurine. It may be that methionine stimulates the formation of 
taurine in some manner, as by replacement of cystine, which may 
be changed to taurine. 

SUMMARY 

Bile fistula dogs were depleted of their taurine by fasting and 
by giving cholic acid daily. When methionine sulfoxide was 
administered with the cholic acid, an increased output of tauro- 
cholic acid was observed, 

A large portion of the extra urinary sulfur from the methionine 
sulfoxide appeared in the organic fraction, which indicates that 
the oxidation of methionine sulfoxide to sulfate is somewhat 
more difficult than the oxidation of methionine to sulfate. 

The authors wish to thank Dr. R. W. Whitehead of the Uni- 
versity of Colorado School of Medicine for his cooperation in 
making available facilities for carrying out these experiments. 
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THE URINARY PYRUVATE IN THIAMINE DEFICIENCY* 

Bt HAROLD A. HARPER and HARRY J. DEUEL, Jb. 

(From the Department of Biochemistry, University of Southern California 
School of Medicine, Los Angeles) 

(Received for publication, July 30, 1940) 

An increase in the so called bisulfite-binding substances in the 
blood of beriberi patients and experimental animals deficient in 
thiamine has been noted by man 3 ’' workers. One might expect a 
similar increase in the urine. This has been reported in thiamine- 
deficient rats b}' Banerji and Harris (1) and confirmed bj’’ Shils, 
Dai', and McCollum who have further studied the factors in- 
fluencing it (2). 

Admittedlj’’, a determination of the total bisulfite-binding 
substances lacks in specificit}’’ what it gains in simplicity. Since 
pyruvic acid is presumed to be the intermediate chiefly responsible 
for the increase, it would seem to be an improvement to determine 
this substance directlj% This is especially true of determinations 
made on urine, since many normal urinarj^ constituents will bind 
bisulfite. An important example is allantoin which occurs in 
rat urine in significant quantities and varies with a multiplicitj' 
of physiological changes, particularlj'- those attendant upon the 
metabolism of thiamine-deficient animals. 

This paper reports the results of studies of the pyruvate ex- 
cretion in thiamine deficiency and some of the factors which 
influence it. 


EXPERIMENTAL 

Rats from our stock colony, 120 to 160 gm. in weight, were used 
for these experiments. The animals were fed a thiamine-free 
diet having the following per cent composition: casein (alcohol- 

* The material contained in this paper is part of a thesis to be submitted 
by Harold A. Harper in partial fulfilment of the requirements for the degree 
of Doctor of Philosophy in Biochemistry in the Graduate School of the 
University of Southern California. 
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extracted) 18.0, com-starch 56.0, butter (washed) 5.0, autoclaved 
yeast (Harris) 15.0, cod liver oil 2.0, salt mixture (Osborae- 
Mendel (3)) 4.0. In addition, after the 6th week or when food 
consumption diminished, each animal was fed twice weekly 0.1 
cc. of a mixture containing 30 y of pyridoxine, 30 y of riboflavin, 
and 10 y of thiamine.^ 

For the investigation of the urinary pyruvate, groups of ten 
animals were studied at weekly intervals. These were placed in 
individual metabolism cages with facilities for collection of the 
urine. A measured quantity of the depletion diet was allowed 
\vith water ad libitum. At the end of 24 hours the food was re- 
moved and the consumption recorded. Urine collections were 
made by dilution to 20 cc., representing a 24 hour sample. The 
animals were then fasted for 24 hours and the urine collections 
made as before. 

The urinary pjTuvate was determined by a modification of the 
specific hydrazine procedure of Lu (4). To a 15 cc. cone point 
centrifuge tube there were added 1.5 cc. of 10 per cent trichloro- 
acetic acid. A 0.5 cc.. sample of urine was added and the contents 
mixed bj'- rotation. 1 cc. of a 0.1 per cent solution of 2,4-dinitro- 
phenylhydrazine in 2 n HCl was then added and mixed. Ex- 
traction of the hydrazones and unchanged hydrazine wdth ethyl 
acetate Avas carried out as in the original method, the ethyl acetate 
extracts being transferred to a second centrifuge tube. Rapid 
separation of the ethyl acetate layer w^as accomplished by centrif- 
ugation. The pyruvic hydrazone was extracted as in the original 
method with three successive 2 cc. portions of 10 per cent sodium 
carbonate. The combined carbonate extracts (6 cc.) were then 
poured into a graduated colorimeter tube and 2 n sodium hj'^drox- 
ide was added to bring the volume to 10 cc. The contents were 
then mixed by inversion and readings made after 10 minutes in a 
lUett-Summerson photoelectric colorimeter (5) with a No. 54 
filter. The colorimeter was previously calibrated for pyruvic 
acid by the use of a lithium pj^ruvate standard prepared according 
to Wendel (6). 

As an index of adequate excretion as well as of the validity of 
the urine dilutions, simultaneous determination.^ of 24 hour 

' These supplements were crystalline pi'oclucts obtained from Merck and 
Company, Inc. 



H. A. Harper and H. J. Deuel, Jr. 


235 


creatinine excretions were made. Pyruvate values were con- 
sidered valid only when accompanied by a normal nrinaiy output 
as determined by this method. In the determination of creatinine, 
a modification of the micromethod of Shaffer (7) was employed; 
a Klett-Siunmerson photoelectric colorimeter with the No. 54 
filter was used. 


Results 

The average pyruvate excretion of the male and female rats 
subsisting on the thiamine-deficient diet is recorded in Table I. 
From these data it will be noted that a definite increase in pyru- 
vate has occurred; for the male animals, from a mean of 1.84 ± 
0.05 mg. per day at the 6th da 3 ’’ of depletion to 3.57 ± 0.34 mg. 
per daj' at the 43rd day; for females, an increase from 1.50 ± 0.11 
mg. per daj' at the 3rd day to 2.90 ± 0.21 mg. per day at the 45th 
day. The values for the quotient of the mean differences to the 
probable error of the mean differences exceed 3.00, indicating 
statistical validity. 

In order to evoke this excretion it is necessary that the animal 
be well nourished. As the lowered values for the fasting period 
indicate, the state of alimentation of the animal markedly affects 
the pjTuvate output. This fact was also reported for the urinary 
bisulfite-binding substances by Shils, Day, and McCollum (2). 
Presiunably the level of liver and muscle glycogen is an important 
factor. The relation to food intake is not, however, strictly 
quantitative, for although a markedlj’’ diminished intake (less 
than 5 gm. in 24 hours) will lower the expected output, a normal 
intake (10 gm. or more) does not produce a proportionate increase. 
For the fasting period the increased excretion is in the same 
direction as that observed for the coUection period during which 
food was allowed. 

According to the needs of the a nim al thiamine feeding even in 
small dosages produced a temporary lowering of the output of 
pyruvate. This was observed for the males between the 29th 
and 36th days and similarly in the females between the 32nd and 
39th days. Suspension of the supplement was reflected by a re- 
turn to elevated levels. 

As recommended by Banerji and Harris (1) for evaluation of 
the urinary bisulfite-binding substances as a reflection of the 
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thiamine status of the animal, elevated values should respond 
to dosage with thiamine. As the results summarized in Table II 
indicate, this has been observed with urinary pyruvate. 


Table I 

Excretion of Pyruvate by Rats during Prolonged Thiamine Deficiency 


Das^ on 
diet 

Average body 
weight 

Average food 
intake 
on teat day 

Urinary pyruvic acid* 

Food ad libitum for 

During &rst 24 hr. 



24 brs. 

fast 


Male rats 



cm. 

gm* 

mo» 

mg. 

6-7 

141.7 

15.2 

1.84 dz 0.05 

0.70 ± 0.05 

15-16 

136.7 

14.8 

2.26 d= 0.08 

0.95 db 0.09 

22-23 

135.6 

12.5 

2.68 ± 0.14 

1.13 ± 0.08 

29-30 

133.9 

13.2 

3.20 d= 0.27 

1.45 ± 0.07 

36-37t 

129.7 

11.0 

2.76 ± 0.26 

1.02 ± 0.06 

43-44t 

133.2 

7.7 

3-.57 ± 0.34 

1.24 ± 0.08 

M.D. :s.B.M.D.§ (6-7 and 43-44 days) 

5.00 

5.75 


Female rats 




12.9 

1.50 


0.11 

0.54 


0.04 

■ESI 


16.2 

1.92 

± 

0.10 

0.84 


0.04 

■SB 


15.2 

3.90 

zfc 

0.42 

1.08 

db 

0.06 

24-25 


13.5 

2.44 

± 

0.16 

0.93 


0.08 

31-32 


9.7 

2.52 

=1= 

0.18 

1.16 

db 

0.04 

38-39t 

130.2 


2.22 

± 

0.15 

0.74 

db 

0.05 

45-46t 

125.2 

Hfifl 

2.90 


0.21 

0.97 

db 

0.06 

m.d.:s.e.m 

.D. (3-4 and 45-46 days) 

5.94 

5.95 


Each value is the average of ten experimental animals. 

* Includ ing the standard error of the mean calculated as follows: 

'v/(s'rfYn) /-^n. 

t Thiamine feeding during the previous 7 day period. 

t No thiamine feeding during the previous 7 day period. 

§ Ratio of the mean difference to the standard error of the mean differ- 
ence. When this value exceeds 3.00, the results are considered significant. 

In these experiments a group of male and female animals was 
depleted for long periods during which elevated pyruvate levels 
were maintained. Small dosages of thiamine (20 to 30 y per week) 
did not produce extensive diminution in these levels. From the 
78th day of depletion to the 98th day, 600 y per week were fed to 
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each animal. This produced a significant drop in the pyruvate 
output: in the males, from 5.34 ± 0.85 on the 70th day to 2.57 ± 
0.26 on the 98th day, and in the females, from 3.46 ± 0.25 to 
2.55 rb 0.14 for the corresponding period. 

A consistent sex difference in the pjTuvate excretion appears 
to prevail in the twenty series of the experiments summarized in 
Tables I and II in all cases except two (females, 17 to 18 days. 
Table I), which we consider an aberrant result. This variation 
appears both during alimentation and following fasting. 

Table II 


Response of Pyruvate Excretion to Thiamine Feeding 





Thiamine 
adminia- 
tered dur- 
ing wk. 
previous 
to 

collection 


Urinary pynivic add* 

Days on 
diet 

Sex 

ATcrago 

freight 

food 

intake on 
tat day 

Food cd ItWum 
for 24 hr. period 

Dnrintc first 24 
fast 



fn. 

y 

gm. 

vtg. 

r>a. 

63-64 

F. 

123.0 

30 

15.6 

4.00 db 0.21 

1.07 ± 0.16 


M. 

125.6 

16.8 

5.15 ± 0.79 

1.25 ± 0.24 

70-71 

F. 

124.2 

30 

11.6 

3.46 ± 0.25 

1.20 ± 0.14 


M. 

128.4 

12.0 

5.34 ± 0.85 

1.50 ± 0.02 

77-78 

F. 

133.2 

30 

5.4 

2.83 ± 0.12 

1.00 ± 0.01 


M. 

132.2 

8.6 

3.95 ± 0.61 

1.15 ± 0.01 

98-99 

F. 

140.7 


15.0 

2.55 ± 0.14 

0.88 ± 0.10 


M. 

138.4 

14.0 

' 

2.57 ifc 0.26 

1.00 ± 0.11 


F. 

M.D.is.E.M.D. 0^0-99 days) 


1.86 


M. 





4.47 


Each value is the average of five experimental animals. 
* Including the standard error of the mean. 


DISCUSSION 

These results indicate that in animals on a thiamine-deficient 
diet some estimate of the nutritional status with respect to 
thiamine is reflected by the level of urinaiy pyruvate. The 
relation to the state of alimentation is not surprising and it is of 
interest to note that the sex differences observed coincide well with 
those reported for liver glycogen by Deuel ei al. (8-10). 

Thiamine supplements adequate for minimal growth are not 
sufficient to abolish completely the heightened pyruvate output. 
In fact, one obtains more constantly elevated values when animals 
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are maintained in this subacute avitaminotic state rather than in 
an acute, and often moribund, condition. 

As depletion proceeds, elevated levels of pyruvate are noted 
even during the 24 hour fasting period. This might be due to the 
fact that a previously higher level requires a longer period for 
excretion or that there is a retention of the precursors of pyruvate, 
causing a retarded and hence prolonged formation of this metab- 
olite. The former suggestion is not enhanced by the results of 
our own unpublished observations on the excretion of pyruvate, 
both in normal and deficient rats. These results indicate a 
rather rapid excretion of excess p3nruvic acid. Thus, when sodium 
pyruvate was administered by stomach tube in a dose of 118 mg. 
per 100 sq. cm. of body surface, as much as 50 per cent of that 
administered was excreted during the first 24 hours. This dosage 
proved toxic in several cases. Not until the dose was lowered to 
a level of 5 mg. per 100 sq. cm. did no augmentation of the expected 
pyruvate output occur. 


SUMMAKY 

1. The excretion of pyruvate in the urine of rats increases as 
the depletion of the thiamine reserve proceeds. It is reduced by 
optimal thiamine administration. 

2. The level of excretion of pyruvate is related to the state of 
alimentation of the animal during the period of the urine collection. 

3. Urinary pyruvdte appears to be higher in males than in 
females studied under identical conditions with respect to depletion 
of thiamine. 
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THE INFLUENCE OF SERUM PROTEINS ON THE SPEC- 
TROPHOTOMETRIC ABSORPTION CURVE OF PHENOL 
RED IN A PHOSPHATE BUFFER MIXTURE 

Bt HOWARD W. ROBINSON and CORIN'NE G. HOGDEN 

(From the Children’s Hospilal Research Foundation and the Department of 

Pediatrics, College of Medicine, University of Cincinnati, Cincinnati) 

(Received for publication, August 5, 1940) 

The adsorption of phenol red by senim proteins is of great in- 
terest to investigators studjing the mechanism of secretion by the 
mammalian kidney and also to those employing this d\'e for the 
estimation of blood pH. This phenomenon n-as demonstrated 
first by de Haan (1) and then by Marshall and ^■ickel•s (2) who 
measured the amount of dj'C which was filtrablc through collodion 
membranes impermeable to protein. Later the binding of dye by 
protein was studied in this manner by Grollman (3), Shannon (4), 
Goldring, Clarke, and Smith (5), and Smith and Smith (G). In 
most of these studies ultrafiltration was carried out at 37° under 
a CO" tension of 40 mm. 

In the determination of seiaim pH Cullen (7) diluted the serum 
21-fold with saline containing phenol red. He assumed that the 
protein effect on the dye was negligible at this dilution or was 
reduced to a constant factor which is included in the C correction 
used in the method. (C is the factor subtracted from coloiimetric 
readings on the diluted sample at 20° to give the pH of the un- 
diluted serum at 38° .) Robinson, Price, and Cullen (8) compared 
the values obtained for dog serum by the colorimetric pH method 
uith those obtained by the electrometric pH method and showed 
that the C correction is influenced by the amount of protein in the 
serum. It was obser\’^ed at the time of this studj’’ that some sera 
produced marked changes in the color tones, and that the concen- 
tration of the dye appeared to be greatly reduced. Rabbit serum 
always ^ves a color tone which is distinctly more purple than the 
purplish red color of the phosphate buffer standards. Marshall 
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and Vickers (2) record a marked species difference in the amount of 
dye adsorbed, the blood serum of rabbits binding much more than 
tWt of dogs. It occurred to us that this adsorption of dye by the 
serum proteins might be utilized as a means of characterizing these 
proteins, and might also aid in the detection of changes in the 
protein during pathological conditions. 

This report presents a study of the influence of human, rabbit, or 
dog senun on the absorption curve of phenol rod in phosphate 
buffer solutions. The variation in these curves shows the existence 
of a distinct species difference and will help to account partially at 
least for the fact that the C corrections of the Cullen method are 
not similar for all species. Total serum protein and serum albumin 
determinations were made on most of the samples of sera used in 
the study. These values were correlated with the density values 
of the color solutions in order to determine the existence of any 
relationship between the two. 

Grollman (3) observed that at the pH of normal blood practically 
all of the adsorption was due to the albumin fraction. Our results 
to be presented confirm this finding. Grollman also emphasized 
the importance of pH control. Therefore, in a study of the protein 
effect on phenol red, it would be ideal if the serum could be added 
to a color solution in quantities sufficient to show a measurable 
color change without altering the pH of the color solution. Also 
this solution should have approximately the ionic strength of the 
serum in order that no appreciable change in the activitj’’ coefficient 
of the dye ■will occur. These conditions have been approached 
in the mixtures which we have studied. 

E.XPERIMENTAIi 

"When 1 cc. of blood serum was added to 20 cc. of m/15 phosphate 
buffer-dye mixture (Na 2 HP 04 -KH 2 p 04 ), the pH as determined by 
the electrometric method was in most cases within 0.01 unit of 
that of the dye-phosphate mixture to which 1 cc. of water had been 
added. However, visual observation and a comparison of the 
absorption curves of the two solutions indicated that the equilib- 
rium of the dye had been disturbed. Since the ionic strength 
and pH of the solution remained practically constant, this altera- 
tion is due to a constituent of the serum which is shown to be 
protein. In this communication spectrophotometric absorption 
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ounces obtained by the introduction of blood serum into phenol 
red-pbospbate buffer solutions are compared with the curves re- 
sulting when no serum is introduced. All of the work was carried 
out in a temperature-controlled room at 25° ± 1 °. 

Phosphate Buffer Solutions — m/7.5 disodium hydrogen phos- 
phate solution, 18.94 gm. of anhydrous salt, NajHPO^, per liter, 
and u/7.5 potassium dihydrogen phosphate solution, 18.16 gm. 
of salt, ICH-P 04 ,per liter, were used. Alerck’s Blue Label Sorensen 
salts were used wnthout further purification. The solutions were 
stored in a refrigerator without preserv'ative and were discarded 
for new ones as soon as any mold growth appeared. From these 
stock solutions a m/7.5 buffer mixture was made by measuring the 
proper amounts of each and mixing thoroughly. 

Preparation of Phenol Red Sobilions — A 0.04 per cent aqueous 
solution of phenol red (Hynson, Westcott, and Dunning) was 
was prepared according to the directions given by Clark (9). It 
was stored in a refrigerator when not in use. From this stock a 
0.0016 per cent solution was made up weekly by diluting 8 cc. to 
exactly 200 cc. with COj-free distilled water. 

It was important that the phenol red used in this study should 
be of the highest purity. In m/15 phosphate buffer solutions the 
dye gave a maximum absorption at 560 mp when the scale of om: 
spectrophotometer had been carefully set at 589 m;i with the 
sodium lines. The absorption cun'e of our dye was identical with 
that for a sample of a specially prepared dye which had been 
kindly sent to us by Dr. Julius Sendroy, Jr. The latter sample 
was from the stock which he and Dr. Hastings had used in their 
studies on the apparent activity coeflScients of acid-base indi- 
cators (10). 

It was desirable to determine the pK' value of our dye as it 
would also give an index of its purity and would help to evaluate 
our optical and pH measurements in relation to the work of other 
investigators. Optical density values at 560 m;i (D^o) of a niunber 
of phenol red-phosphate buffer mixtures vaiying in pH from 7.27 
to 8.07 were compared with the density of a phenol red-sodium 
hydroxide solution in which aU of the dye is present in the alkaline 
form {D„ 55o). The final concentration of dye in all of the solutions 
was 0.001 per cent. At pH ranges from 7.45 to 8.20 there exists a 
linear relationship between the density and pH values. When 
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the same concentration of dye is placed in 0.001 n HCl the density 
value at 560 mp measured under the same conditions was 0.005, 
which is within the experimental error of our readings. Therefore 
the amount of the density value at this wave-length due to the 
acid form of the indicator is so small that it can be neglected in 
our calculations. The pK' values were calculated by the formula 

pK' = pH - log “ ■ - 
1 — a 

where a is the ratio of the observed density value Dm to the maxi- 
mum density value An 56o. The pK' values of the dye at 25° for 
each solution' are listed in Table I. The average pK' value of 
this series is 7.736. Using the same standardization, Hastings 
and Sendroy (11) by colorimetric readings found that the pK' 
value of phenol red at 38° was 7.65 and at 20° was 7.78. These 
values would indicate a pK' at 25° of 7.74. They later revised 
their figure at 20° (10) to 7.80 which would mean a value 0.02 pH 
higher. After consideration of the number of variables in the 
determination, it is apparent that our work agrees satisfactorily 
with that of these workers. 

Preparation of Test Color Solutions for Spectrophotometric Read- 
ings and pH Measurements — Since most of the experiments were 
conducted at a constant pH, it was desirable to use a phosphate 
buffer mixture at a reaction which would produce a color value 
close to that observed when blood serum of normal reaction is 
diluted 1 : 20 in saline. In the case of dog serum this color value is 
given by m/15 phosphate buffer solutions at pH 7.70 to 7.75, but 
for human sera the value is given by solutions about 0.10 pH 
lower. As the pH of a m/15 phosphate buffer mixture containing 
9 parts of Na2HP04 and 1-part of KH2PO4 at 25° has a pH value 
at the pK' value of the dye, a m/7.5 buffer mixture with this ratio 
of alkaline and acid salt was used as a stock solution. 10 cc. of 
this stock were mixed with 10 cc. of 0.0016 per cent phenol red 
solution in a test-tube of convenient size (22 X 150 mm.). 1 cc. 
of blood serum was added to this solution and, after being mixed 
well with a stirring rod, the contents were allowed to stand for 1 
hour. A control tube without dye was prepared at the same time 
by mixing 10 cc. of m/7.5 buffer solution, 10 cc. of distilled water, 
and 1 cc. of serum. 
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Portions of these solutions were placed in identical optical cells 
of 15 mm. depth, the serum-dj’e-phosphate solution being placed 
in one cell and the serum control in the other cell. These cells 
were made especially for us by the Bausch and Lomb Optical 
Company \vith the feature that disks -nith optically plane surfaces 
were held against the glass tubing by screw-caps. This construc- 
tion enabled us to replace the disks if the 3 ’- became scratched during 
handling or fogged bj' the potassium phosphate solutions. The 
optical density values were obtained with the Bausch and Lomb 

Table I 

pK' {S5‘) of Phenol Red in Phosphate Buffer Solutions 


Final concentration of dj-e = 0.001 per cent (0.0282 nm per liter); final 
concentration of PO« = 0.0667 ii; density values were observed at wave- 
length 560 m/j; depth of solution = 15 mm. 


Solution 

pH 


_ Dm* 

“ Data 

^9 

mm 

pK' 

A 

8.066 

1.79 

0.682 


0.331 

7.735 

B 

7.819 

1.44 

0.549 


0.0S5 

7.734 

C 

7.756 

1.345 

0.512 

1.049 

0.021 

7.735 

D 

7.677 

1.23 

0.469 

0.883 

1.946 


E 

7.565 

1.057 

0.403 

0.675 

1.829 


F 

7.460 

0.91 

0.347 

0.531 

1.725 


G 

7.367 

0.78 

0.297 

0.422 

1.625 

7.742 

H 

7.269 

0.665 

0.253 

0.339 

1.530 

7.739 

Averace 

7.736 








*Dr. Ko = densitj^ of phenol red solution (0.001 per cent) in 0.005 N NaOH 
= 2.625. Daito = density of phenol red solution (0.001 per cent) in 0.001 
N HCl = 0.005 (approximate). 


universal spectrophotometer, and in everj' case the density at a 
particular wave-length was an average of the reading made with 
the color solution in one beam of light and of a second reading 
vith the color solution in the other beam. The collimator slit of 
the spectrometer was set at 1.0 on the arbitrary scale of the 
mstrument and the ocular slit was set at a width corresponding to 
about 3 mp. For the ciuwes (515 to 610 mp) readings were gener- 
ally made at intervals of 5 to 10 m/i, except near the peaks of 
absorption where they were also made at intermediate points. 

The pH of the color solution was determined immediately in a 
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glass electrode vessel of the Maclnnes-Belcher type (12) mth the 
use of silver-silver chloride and saturated calomel electrodes to 
complete the circuit. A liquid junction was formed with saturated 
potassium chloride, no correction being made for the liquid 
junction potential. A Leeds and Northrup ion potentiometer was 
used in the electrical circuit with amplification of the potenti- 
ometer unbalance by means of a General Electric Pliotron FP-54 
tube. The lamp, scale, and focusing lens of a Leeds and Northrup 
galvanometer (No. 2420C) were removed, and a lamp and scale 
reading device supplied by the same manufacturers was introduced 
which focused the movement of the galvanometer at a distance of 
1 meter. This apparatus had a sensitivity sufficient to detect 
an unbalance of 0.1 millivolt. 

Standardization of the glass electrode was effected each day 
with the use of m/15 phosphate buffer mixtures, 0.05 m potassium 
acid phthalate solution, or 0.1 N acetic acid buffer mixtures. The 
phosphate and acetic acid mixtures had been standardized first 
with a hydrogen electrode system in which the pH of 0.1 n HCl 
was assumed to be 1.080 at 25°. On this basis the pH value of 
0.05 M potassium acid phthalate was 4.02, which is about 0.02 
unit higher than the value obtained by Macinnes, Belcher, and 
Shedlovsky (13). However, when we assumed their value for the 
acid phthalate buffer, we obtained values for the acetic acid mix- 
tures which duplicated theirs. Since we were not primarily in- 
terested in absolute values, but only in the constancy of our values, 
no adjustment has been made of the pH for these discrepancies. 

The total serum protein and serum albumin determinations 
were made by the methods previously described by us (14). In 
order to studj'’ the effects of higher concentrations of protein, 
ultrafiltration of serum through cellophane membranes under a 
pressure of approximately 150 pounds per sq. inch was carried out 
in the apparatus previously described (8). Solutions were also 
made of diluted serum in which saline was used as a diluent. 

Simultaneously with the preparation of the serum-dye-phos- 
phate solutions, a mixture was prepared in which the 1 cc. of 
seram was replaced by 1 cc. of water. Density and pH deter- 
minations were made on this mixture exactly as described above 
in order that the extent of the change effected by serum on the 
density value and on the pH might be ascertained. 
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DISCUSSION 

Typical Absorption Curves— The cun-es for mixtures containing 
dog serum are shown in Fig. 1 (Cun'es B and D), Cun'es A 
and C are those of the phenol red-phosphate buffer rmxtures 
without serum at pH 7.74 and 7.54 respective!}’’, and illustrate 
the change in density which occurs ■with change of reaction. For 



WAVE LENGTH (MILUfltCRONs) 


Era. 1. Absorption curves of phenol red in phosphate buffer mixtures 
with and without the addition of dog serum. The density readings of the 
mixtures were made with the Bausch and Lomb spectrophotometer in cells 
at a depth of 15 mm. The final concentration of phenol red in each mixture 
was 0.00076 per cent. Solution A, 10 cc. of 0.0016 per cent phenol red 
solution -b 10 cc. of m/7.5 phosphate buffer (IsajHPOi-KHsPOi) mixture 
4- 1 cc. of water; pH of solution = 7.740. Solution B, the same as Solution 
A except that 1 cc. of dog serum was added instead of water; pH of solution 
= 7.732. Solution C, the same as Solution A except that a phosphate buffer 
mixture of a lower pH value was used; pH of solution = 7.540. Solution D, 
the same as Solution B except that the phosphate buffer mixture of Solution 
C was used; pH of solution = 7.534. 

example, the density of the more alkaline solution at the point of 
maximum absorption, 560 mp, is 1.14, while the density of the 
other solution at the same wave-length, 0.2 pH lower, is 0.90. 
Since the density is a linear function of the pH in this region, a 
change of density of 0.01 signifies a pH change of 0.0083. 

Curves B and D illustrate the effect of adding 1 cc. of dog serum 
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to the dye-phosphate mixtures used for Curves A and C respec- 
tively. No appreciable change in the color of these solutions could 
be observed with the eye alone, but the peaks of the absorption 
curves were lowered and shifted toward the red end of the spectrum 
after the introduction of serum, even though the pH was altered 
only 0.008 and 0.006 respectively towards the acid side. The 
extent of the shift was greater in the more alkaline buffer mixture. 
Furthermore, the curves of the serum-dye-phosphate buffer 
mixtures showed increased absorption above 565 m/i and de- 
creased absorption below this wave-length in contrast to the corre- 
sponding mixtures without serum. An examination of many 
samples of dog sera in this manner showed that the two curves 
(one with and one without dog serum) crossed each other at about 
565 mp. If the pH is calculated from the spectrophotometric read- 
ings at this wave-length, a good agreement is obtained with the pH 
value determined by the electrometric procedure and also with the 
readings obtained by direct visual comparison with dye-phosphate 
buffer standards employing the Walpole comparator principle. 
These results would indicate that the C correction for dog serum 
in the Cullen colorimetric pH method was due mostly to dilution 
and to change in temperature. 

The absorption curves of the dye-phosphate buffer mixture at 
pH 7.74 following the addition of human or rabbit serum were 
distinctly different from the curves obtained with dog seiaim. In 
Fig. 2 are shown the positions of curves after the addition of normal 
human or rabbit serum to the dye-phosphate mixtures in relation 
to that of the dye-phosphate mixture alone as indicated by the 
dotted line. While the pH of’ the three solutions was within 0.01, 
there was a great reduction of the absorption values around the 
region of 560 m/n after the addition of these sera. This effect, 
readily observed with the eye, gave the impression that either the 
reaction had been markedly lowered or that the dye concentration 
had been reduced. The density value at 560 m/n for the mixture 
containing human serum was much lower than that observed for 
dog semm but was well above that for rabbit serum. Therefore 
when Cullen found that the C correction for human plasma or 
serum was less than that for dog, no doubt most of this difference 
was due to the greater adsorption effect of human serum. Unlike 
the curve for dog senim, there was no shift noticeable with hmnan 
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serum. WTjen samples of human semm were concentrated b}' 
ultrafiltration from a normal value of about 7 gm. per 100 cc. 
to a high value of 12 to 15 gm. per 100 cc., a greater absorption 
was observed in the regions above 560 mjj together with a marked 
flattening of the peaks of the cun-es. The addition of the ultra- 
filtrate of senun caused no change in the density or pH values. 
The shift effected by rabbit .senim was more marked than that 
found for dog serum. 



WAVE LENG-TH (WLLtMICflONSl 

Fig. 2. Effect of human and rabbit serum on the absorption curve of 
phenol red in phosphate buffer mixture. The solutions contain the same 
phosphate buffer and phenol red concentrations as those used in Fig. 1. 
1 cc. of human or rabbit serum was added to 20 cc. of buffer-dye mixture. 
The pH of the solution containing human serum was 7.741 and of that 
containing the rabbit serum was 7.733. The dotted line is the curve for 
the buffer-dye mixture without the blood serum but with 1 cc. of water 
added to make the dilutions the same. The pH of the latter solution 
was 7.74. 

These curves are representative of a number of detenninations 
which in all cases showed a distinct difference in dog, rabbit, and 
human sera. While the blood sera of other species were not 
studied intensively, it is felt that each species may show a charac- 
teristic effect. One determination on the serum from a pig showed 
a slight increase in the density value at 560 mp, a shift of the 
position of the peak toward the red portion of the spectrum, and a 
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greater absorption in this part of the spectrum. One obtained 
the impression on visual observation that the dye concentration 
had been increased. 

• Observations with Alkaline Solutions — The adsorption effects 
described above are observed only in reactions close to neutrality. 
When human, rabbit, or dog sera are diluted 1:20 in a phenol 
red-sodium hydroxide solution, no adsorption of the dye takes 
place; that is, the density values agree within experimental error 
with the values of the same solution without serum. A repre- 
sentative experiment is illustrated in Table II in which the serum 
of a noiTual rabbit was added to the mixture. Furthermore, the 
presence of phosphate in an alkaline solution does not modify the 
results. The substitution of a m/15 phosphate buffer mixture at 

Table II 


Effects Observed on Optical Density after Addition of Rabbit Serum to a 
Solution of Phenol Red in 0.005 n Sodium Hydroxide 
Depth of solution = 10 mm. 


Wave-length 1 m/i. 

630 

640 

650 

555 

55S 

660 

562 

665 1 

670 

Solution A 

0.79 



m 

iiw 

im 

m 

m 

m 

“ B 

0.80 

B 


m 

Ba 

B 

m 

B 

B 


Solution A = 10 cc. of 0.0016 per cent phenol red 10 cc. of 0.01 n NaOH 
+ 1 cc. of water. Solution B = 10 cc. of 0.0016 per cent phenol red + 10 
cc. of 0.01 N NaOH -f 1 cc. of serum. 


a pH of 11.2 (Na 3 P 04 :Na 2 HP 04 = 1) for the sodium hydroxide 
solution caused no adsorption of dye with the addition of serum. 
No permanent alteration of the protein which would affect its 
action toward phenol red takes place in the alkaline solution. 
The following experiment confirms this fact. Rabbit serum was 
added to the dye-sodium hydroxide mixture in the same amounts 
as employed in the previous experiments. The density readings , 
made on this solution at the end of an hour showed no decrease 
in value when compared with the control sample of water-dye- 
sodium hydroxide. A phosphate buffer solution was then added 
to this mixture and also to the control tube which brought the 
final pH of these solutions down to approximately 8.2. At this 
reaction the density values of the tube containing the serum were 
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far below those of the control tube, and the absorption curve 
showed the typical shift of the position of majdmum absorption 
as described above. 

Influence of Buffer on Adsorption Effect-~A number of experi- 
ments were carried out in which the phosphate buffer solutions 
were replaced b}' a solution of the veronal buffer systena introduced 
by Michaelis (15). This latter was prepared by adding 0.1 
X HCl to 0.1 Ji sodium diethylbarbiturate (sodium veronal) 
solution until, with the addition of the same concentration of 



WAVC LtN&TH (MtLLtMICflONS) 


Fig. 3. Absorption curves of eerum-dye-bufFer mi.xtures, similar to those 
in Figs, 1 and 2, in which the effect of the veronal buffer is compared with 
that of the phosphate buffer. In each case 1 cc. of serum was added to 20 
cc. of the buffer-dye mixture. The optical density values at 565 mp of the 
phosphate-dye mixtures -f 1 cc. of water were identical with those of the 
veronal-dye mixture -4- 1 cc. of water; the position on the graphs is indi- 
cated by the symbol ©. The pH values of the serum-dye-phospbate 
mixtures, the dotted curves, for dog, rabbit, and human serum respectively 
were 7.736, 7.737, and 7.736. The pH values for the corresponihng serum- 
dye-veronal mixtures were 7.S25, 7.827, and 7.826. 

phenol red solution, the optical density at 565 mp was axactly the 
same as that of the phosphate mi.vture at pH 7.74. Although the 
intensity of the colors of these two buffer mixtures was the same, 
the pH of the veronal solution was 7.83. The comparative 
absorption curves obtained when normal rabbit, human, or dog 
sera were added to these systems are presented in Fig, 3. The 
adsorption of phenol red by serum was never as great in the pres- 
ence of the veronal buffer mixtures as it was in the presence of the 
phosphate buffer mixtures. Moreover, no appreciable shift of 
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the peak of absorption occurred with either dog or rabbit serum 
in the dye-veronal mixture. From these experiments we must 
conclude that the buffer system itself plays an important r61e 
in the extent of the adsorption of phenol red by blood serum. 

Adsorption Effects of Serum Albumin and Globulin — From the 
studies of Grollman (3) and Smith and Smith (6) on undiluted serum 
it is well recognized that the adsorption of this dye was due to the 
albumin fraction. In the course of this study we prepared a 
munber of samples of serum albumin and serum globulin by 
neutral salt fractionation. Solutions of globulin in saline with a 
concentration of about 5 gm. per 100 cc. were added to the dye- 
phosphate mixture in the same manner as the whole serum. The 
results indicated that the globulin of rabbit, dog, or human sera 
does not combine with the phenol red, for the absorption curves 
of the dye-buffer mixture were not altered by the addition of the 
globulin solutions. However, the albumin solutions with about 
the same concentration of protein gave the comparable effects 
observed when the whole serum of dog, rabbit, or human blood 
was employed. Our experiments therefore lead to the conclusion 
arrived at by the above workers. 

The quantitative relationship between the amount of phenol 
red adsorbed and the concentration of the serum protein was 
studied. Since the point of maximum absorption of most of the 
rabbit serum-dye-phosphate mixtures occurs in the neighborhood 
of 565 mjtt, we have plotted in Fig. 4 the relationship of the density 
values at this wave-length to the albumin concentration of the 
color solution (as mg. per cc. of color solution). In a series of 
samples from human sera there are some determinations on the 
sera of patients with the nephrotic syndrome, in which the serum 
protein level is greatly reduced due primarily to the loss of large 
quantities of protein, mostly albumin, in the urine. Investigators 
emplojung various procedures have shoAvn that the protein in the 
blood stream of these patients has been modified from that of the 
normal individual. The density values of the mixtures made 
from the sera of these patients were identical with those 
obtained on normal sera diluted to the same protein concentra- 
tion, which would indicate that, as far as ability to adsorb 
phenol red was concerned, the albumin was identical with that 
from the sera of normal human beings. Likewise determinations 
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on patholo^cal sera of many other tj’pes never showed any 
deviation from the pattern given by normal human sera. The 
points at 0 concentration of protein (Fig. 4) are those obtained 
from the phosphate-dye mixtures to which 1 cc. of ultrahltrate had 
been added. The higher concentrations of protein indicated are 
those obtained by ultrahltration of the serum pre'\aouslj’^ mentioned. 

The decrease in the density value at wave-length 565 m^ is 
directlj’’ proportional to the rabbit albumin concentration from 0 
to 1 mg. per cc. Above the latter concentration the rate of change 



Fig. 4. The relation of the density values at 665 rn/t to the albumin 
present in the phosphate buffer-dye mixture. The dilution of the serum 
is the same as that of previous experiments. The concentration of albumin 
in the original serum may be calculated, gm. of albumin per 100 cc. of serum 
= mg. pet cc. of color solution X 2.1. The pH of all the mixtures was 7.74. 

per gm. of protein becomes less, so that when a nonnal rabbit 
serum is concentrated to double its albumin concentration the 
decrease in the density value is almost within the error of the 
measurements. However, ndth the increase in protein concen- 
tration, the absorption curve shifts more toward the red end of the 
spectrum. The slope of the curve for human serum (Fig. 4) 
is much less than that of the curve for rabbit serum. A linear 
relationship between density and albumin values exists between 
0 and 3 mg. per cc. of albumin. Above 3 mg. the change in 
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density value with albumin concentration decreases to a marked 
degree. 

Grollman (3) found that the combination of phenol red and 
plasma proteins followed closely the adsorption isotherm xlm - 
Kc^'”, where x equals the amount of dye adsorbed on m gm. of 
protein, c is the concentration of free dye, and k and n are constants. 
Goldring, Clarke, and Smith (5) show that their experiments with 
undiluted human plasma satisfied this relationship. We carried 
out a series of experiments by our procedure to determine whether 
or not this empirical law of Freundlich was obeyed. When rabbit 
serum was added to the m/15 phosphate buffer mixtures containing 
increasing amounts of phenol red, not only was the percentage 
of dye adsorbed decreased, but also the displacement of the posi- 
tion of maximum absorption was reduced. With increasing 
concentration of dye the points of maximum absorption more 
closely approached 560 m/x as found in the absence of serum. 
However, the shifting of the position of maximum absorption 
sho\vn in Fig. 2 caused errors which made our calculations absurd. 
For example, in one of our experiments when we based our calcula- 
tions on density values at 560 mu, the percentage of bound dye 
was 17.6, and when we used the values at 565 mju the percentage 
of bound dye was only 15.8. Therefore, the procedure used in 
our experiments cannot be used directly to determine the validity 
of this law. The optical system and the method were adequate 
because, with wide variations of dye concentration in phosphate 
buffer-phenol red mixtures, a constant value for the specific 
transmissive index was always obtained. From these experiments 
it is realized that with change of rabbit and dog albumin concen- 
tration, the change in density value is also accompanied by a 
shift in the absorption cuive. 

From these observations it may be concluded that the adsorption 
of phenol red by serum albumin will influence the magnitude of the 
C correction in the colorimetric determination of the pH of human 
and rabbit serum. As dog serum albumin, on the other hand, 
adsorbs practically none of the dye, the C correction in this case 
consists principally of the effects of dilution and of shifts in the 
values of the pK' of carbonic acid and protein with changes in 
temperature. When serum is diluted 1:20 in COj-free saline the 
change in reaction is toward one of greater alkalinity. The loss 
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of dj'e coucentration by adsorption would lessen this dilution effect 
and give lower C corrections. The adsorption phenomenon no 
doubt explains the differences in C correction of the sera from 
various species which was obser\'ed by Cullen (7). The average 
value of the correction, 0.34, is greater for dog serum than for 
hmnan serum, 0.23. The use of the colorimetric method for 
rabbit serum has alwa 3 's been unsatisfactory”, as the tone of the 
serum-saline-dye mixture appears very different from that of the 
phosphate buffer color standard. However, the C corrections 
reported for rabbit serum by various investigators have alwaj'S 
been lower than those for human serum, which might be expected 
from our absorption ounces. Robinson, Price, and Cullen (8) 
obsen'ed that the magnitude of the C correction, both in human 
and dog sera, is related to the concentration of the protein in the 
serum. Our obser\”ations in this report would indicate that 
adsorption of dym by” dog serum albumin is not a part of this 
effect. 


smouKT 

1. Blood serum may be added in the proportion of 1:20 to a 
m/15 phosphate buffer mixture with practically” no change in the 
pH of the mixtiue. This system containing phenol red at a pH 
of 7.74 was utilized to study” the adsorption effects of human, dog, 
and rabbit sera on the dy”e. Spectrophotometric absorption 
curves were detennined for the region between 500 and 600 m^i. 

2. The decrease in the optical density” values in the region of 
560 m^ was greatest with rabbit serum, much less with human 
serum, and very slight for dog senun. Rabbit and dog sera 
caused a shift of the position of maximvun absorption toward the 
red end of the spectrum. 

3. This effect is due almost entirely to the albumin concentration 
of the serum and in the case of rabbit and human sera it is of such 
magnitude that the optical density” at 565 m^i was found to be 
related directly” to the albumin concentration. 

4. All pathological human sera with low albumin concentrations 
studied showed that their density” values agreed with the values 
that were found for the same concentration of normal serum 
albumin. 

5. No adsorption effects were observed when seinm was added 
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to 0.005 N sodium hydroxide solution or to a m/15 phosphate 
buffer mixture of pH 11.2. 

6. A comparison of the phosphate and the veronal buffers 
indicated that the buffer sj'^stem has an influence on the magnitude 
of the density values and on the position of maximum absorption. 
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DETERMINATION OF HISTIDINE IN URINE. HISTIDINE IN 
NORMAL AND IN PREGNANCY URINES 
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(Received for publication, August 7, 1940) 

Determination of Histidine in Urine 

In connection mth studies of histidine and camosine, and in 
particular of a colored trimolecular complex of histidine, creatinine, 
and 2.5-dinitrobenzoate, it became desirable to determine histi- 
dine in urine. With the published procedures of Kapeller-Adler 
for the colorimetric estimation of histidine (1) and also of camosine 
after hydrolysis to histidine, no unusual difficulty Avas anticipated 
in making the desired determinations. But in application of the 
procedure to mine, or even to pure histidine solutions, such wide 
variations in the analytical results were obsen^ed that confidence 
in them was destroyed. 

The color reaction involves bromination of histidine in acid 
solution, followed by neutralization of the acid with excess of 
ammonia, and heating of the alkaline solution, whereupon a blue 
or violet color develops. The reaction was discovered by Knoop 
(2), who considered that it was useful only as a qualitative test. 
Hunter (3) attempted to stabilize the color by extracting excess 
bromine with chloroform, and KapeUer-Adler showed that if 
precipitation of the colored substance could be avoided, histidine 
could be estimated quantitatively from the solution obtained. 
The only substances other than histidine AA'hich have been found 
to give the reaction are histamine, which gives a yellow, and 
methylhistidine (a-amino-/S-methylimidazolepropionic acid), which 
gives a pale red of about one-fifth the intensity given by histidine. 
Since these substances seldom occur in appreciable amounts in 
solutions which contain histidine, it is usually assumed that the 
test is specific for histidine. 
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The chemistry of the changes of the histidine is not known; 
Hunter believes that 3 atoms of bromine are involved, and Ka- 
peller-Adler gives evidence that both the primary amine and 
imide groups of histidine are necessary for color formation.^ 
Chemical studies, as well as the attempted chnical applications of 
the reaction, are reviewed by Tschopp and Tschopp (4) and others 
(5-7). It is unfortunate that analyses, wherever given, are for 
histidine in mg. per cent of urine without other data to aid in 
interpreting their meaning. 

Several modifications of procedure for the analysis of histidine 
are hereby recommended as contributing greatly to the depend- 
ability wdthout adding to the complexity of the analyses. The 
suppression of color formation when histidine is added to urine 
is shown to be caused by urea, in addition to amino acids, which 
are known to have this effect (8). Histidine may be treated, as 
will be described later for urine, with a loss of less than 5 per cent, 
and it is concluded that the histidine of urine is subject to no 
greater loss. 

Carbon tetrachloride containing 1 per cent (by volume) of 
bromine is aspirated by use of a current of air into the histidine 
solution in dim light. A uniform excess of bromine thus is main- 
tained, and the solution volume change is not appreciable. After 
20 minutes of aspirating, the bromine remaining with the histidine 
is removed by addition of phenol, which reacts instantly, and does 
not interfere with subsequent development of color. Conrad and 
Berg (9) used for this purpose 1 drop of saturated AsoOs in 10 per 
cent NH4OH, which is not suited to our procedure. It is desirable 
that the color be developed in acid (pH about 4.6) rather than in 
ammoniacal solution (3, 6). The formation of a precipitate of 
phosphate is avoided, and the colors may be compared directly. 
The sensitivity of the reaction permits the accurate estimation of 
as little as 0.04 mg. of histidine per cc. of urine, and of smaller 
amounts wth fair accuracy. Details of the procedure follow'. 

Reagents Required — 

Sulfuric acid, 10 per cent by w'eight. 

* In this laboratory, Marjory Taylor has found that, after bromination of 
histidine, two primary amine groups are present, and that after heating 
only one remains. It may be inferred that the imidazole ring is opened by 
the addition of bromine, and that a different ring is formed during the 
heating. 
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Powdered KMnO<. 

Acid-washed decolorizing carbon. 

Bromine in carbon tetrachloride. 1 cc. of bromine is added to 
100 cc. of carbon tetrachloride. 

0.5 per cent phenol. 

Saturated sodium acetate in water (room temperature). 

Histidine Standard A, 1 cc. = 1 mg. of histidine. Dissolve 

123.5 mg. of histidine monohydrochloride in water and dilute to 
100 cc. Add a few drops of chloroform. 

Histidine Standard B, 6 cc. = 1 mg. of histidine. Pipette 50 cc. 
of histidine Standard A into a drj'- 500 cc. flask; add exactb' 200 cc. 
of water and 50 cc. of 10 per cent H-SOi. 

Analysu of Urine for Histidine 

To 25 cc. of urine^ are added exactly 5 cc. of 10 per cent sul- 
furic acid. Powdered KiMnO^ is now added in small portions 
with stirring until the purple color persists for about 15 seconds. 
Usually, ndth undiluted urine, about 75 mg. of K]Mn 04 are re- 
quired. Acid-washed charcoal (0.5 gm. of less) is then added; 
the solution is stirred for about 1 minute, and is then filtered. 
6 cc. of the nearly colorless filtrate are pipetted into each of two 
test-tubes graduated at 10 cc. and 6 cc. (= 1 mg.) of the histidine 
Standard B into another. To one of the tubes containing the 
filtrate is added 0.4 cc. (0.4 mg.) of histidine Standard A. The 
tubes are now protected against exposure to light (standing in a 
comparator block and covered with a dark cloth), and into the 
solutions is aspirated bromine in carbon tetrachloride (about 

1.5 cc. for each sample) at such a rate that a brown color of bro- 
mine is present. After 20 minutes, 1 cc. of 0.5 per cent phenol is 
added to each tube, and the bromination is stopped at once. The 
colorless, bromine-free solution, if kept cold, is stable for at least 
3 hours. To each tube is added 1 cc. of saturated sodium acetate; 
they are shaken, and immediately are immersed in a boiling water 

- With pregnancy urines the colors obtained are usually too intense to be 
compared with the standard. The following volumes of urine are diluted 
to 25 cc. for analysis: urines of specific gravity 1.00 to 1.005, 25 cc. ; 1.005 to 
1.010, 20 cc.; 1.010 to 1.020, 15 cc.; 1.020 to 1.028, 10 cc.; 1.028 and higher, 5 
cc. Proportionately smaller amounts of KMnOj and charcoal are required 
to yield nearly colorless filtrates. With dilute urines the effect of urine 
substances in suppressing the color often may be ignored. 



258 


Urinary Histidine 


bath for 1 minute (light excluded). The solutions are cooled to 
room temperature in an ice bath, diluted to 10 cc., and the colors 
are compared within a few minutes. Calculations are made as 
usual to give the histidine content per 5 cc. of urine. A correction 
must be applied, based on the recovery of the added histidine; 
e.g., 6 cc. of filtrate analyzed — > 1.09 mg. of histidine, 6 cc. of fil- 
trate + 0.4 mg. — > 1.37 mg. of histidine, 1.37 — 1.09 = 0.28 mg. 
= 70 per cent of the 0.4 mg. added, 1.09 -i- 0.70 = 1.56 mg. of 
histidine in 5 cc. of urine. 

When amounts of histidine larger than could be matched with 
1 mg. were present, the determination was repeated with diluted 
urine. More dilute standards were often required. 

Indicator Color Standards for Histidine (Bromination in Dark, 

Aspiration with Air) 

The reaction between histidine and bromine is affected by so 
many different environmental factors that, before the colors 
produced could be called maximal and constant, it was essential 
to prepare standard solutions of indicators to match the colors 
obtained with stated amounts of histidine. Standards have been 
prepared by mixing suitable amounts of three indicator solutions 
prepared according to the directions given by Clark (10). The 
proportions are given in Table I. When solutions of pure histidine 
give paler colors than are present in these mixtures, either in- 
complete color development is being obtained or fading has 
occurred. Since the indicator colors are not quite identical with 
those given by histidine, the use of a Wratten B filter (transmits 
480 to 625 mjtx, 85 per cent at 520 m/i) (Eastman Kodak Company) 
is recommended for matching in the colorimeter. The diluted 
color standards, unless stored in the dark and at low temperature, 
should be prepared fresh every 2 or 3 days, as the methyl red fades. 

Relation, of Color to Concentration of Histidine 

Different known amounts of histidine were diluted to 5 cc. with 
water, 1 cc. of 10 per cent sulfuric acid was added, and bromination 
and color development were carried through as usual. The data 
(not shown here) showed that, within the usual limits of colorim- 
etry, the color was directly proportional to the histidine present. 
After the color was developed, dilution with an equal volume of 
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wat€r could be made without alteration of the color quality, or 
increase in the rate of fading. 

Effect of Urea upon Color 

During studies of the histidine content of urine, a test showed 
that urea lessened the amoimt of color produced. A suppression 
of color occurred also when urea was added to histidine after it 
had been brominated and the excess bromine had been removed, 
but once the color was developed, the effect was no longer ob- 

Table I 

Color Standards for Histidine 


The stock indicator solution consists of bromocresol green, 0.04 per cent, 
5 cc.; methyl red, 0.02 per cent, 7 cc.; phenol red, 0.02 per cent, 1 cc. 
Dilute the mixture to 50 cc. with phthalate buffer, pH 4.6.* 


Conditions 

Indicator 

A 

FHtHslato 

buffer 

0.1 K acid or 
baso 

Water 

Histidine 

equivalent 


cc. 

CA, 

cc. 

CC, 

me. 

Air 

6 

8 

0.7 NaOH 

1.3 



3 

5 

0.1 HCl 

3.0 



3 

5 

0.2 “ 

6.3 

mm 


3 

5 

0.2 “ 

14.3 


COj (followed by addi- 
tion of phenol and 
aeration for 1 min.) 

3 

4 

i 

0.4 NaOH 


■ 


With different indicator preparations slight variations in the amounts of 
NaOH or HCl, with converse changes in H:0 added, may be necessary. 

* To 50 cc. of 0.2 M potassium hydrogen phthalate are added 9.72 cc. of 
0.2 M NaOH, and the solution is diluted to 200 cc. 

ser\'able. The conclusion seemed inevitable that urea reacts 
with some brominated substance derived from histidine, or else 
with histidine itself. Various amounts of urea tv’ere added to 
solutions containing histidine, and the relation between urea 
content and color was determined. The data are reported in 
Table II. 

The suppression of color seems to depend more upon the total 
amount of urea present than upon the relation of mrea to histidine. 
Therefore, by adding a known amount of histidine to a urine filtrate 
and determining the inhibiting influence of the urine components, 
the histidine of the mine may be calculated without analysis for 
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urea. That the color is suppressed in urine was shown by remov- 
ing the urea with urease; a typical analysis (one of several which 
were carried out) is cited. The histidine, measured in mg. per 
cc., was 0.116 for urine (umnodified), 0.094 for urine + 300 mg. 
of urea per 5 cc., 0.240 for urine with urea removed, and 0.176 
for urine with urea removed and 300 mg. of urea added per 5 cc. 

Observations upon Color 

In order to observe the color produced after bromination of 
histidine in the absence of air and light, bromine was aspirated into 
acidified histidine solutions by use of a stream of carbon dioxide. 

Table II 

Effect of Urea upon Color Formed by Histidine 
Bromination in the dark, with air, for 20 minutes. In each case, the 
volume before bromination was 6 cc. 


Urea present 


50 mg. j 

100 mg. 

150 mg. 

1 200 mg. 

Histidine detenained 

mg, 

0.78 

0.76 

0.36 

0.36 

1 

mg* 

0.67 

0.65 

0.33 

0.35 

1 

mg. 

0.59 

0.58 

0.22 

0.23 

mg* 

p’gyj 1 mg. histidine present 

n c c« It .11 

0.22/ 


light being excluded. It was soon found that, for reasons which 
are at present unexplained, maximum color was not produced un- 
less the solution was shaken with air after the free bromine was 
removed. Under these conditions, the color differed from that 
obtained when the bromine Avas aspirated with air, and matched 
the indicator standard given in Table I. The color Avas a mixture 
of red and blue, and the relative amounts of the red and blue 
components varied in unpredictable Avays. The total color, 
hoAvever, Avhen matched against an indicator standard by use of a 
Wratten C 4 filter (transmits 255 to 500 my, 20 per cent at 460 
mp), always Avas found to be proportional to the histidine con- 
tent of the solution. The red component of the color was bleached 
instantly Avhen the solution was made ammoniacal, whereas the 
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blue component remained, which indicates that the chemical 
reactions producing the tAvo colors are different. After bleaching 
of the red, heating of the ammoniacal solution did not increase the 
amount of blue, nor did reacidif 5 Tng restore the red. That an 
equiUbrium between the red and blue colors existed was indicated 
by the fact that during the heating to develop the color the solu- 
tion first was pink and then became blue as the heating was con- 
tinued. At the end of 1 minute, it was deep blue, and upon being 
cooled, changed again to violet, owing to the reappearance of 
the red. These observations indicate that at least two reactions 
occur during bromination of histidine, and that accurate spectro- 
photometric studies of the two colors should be made to relate 
them to the chemical changes. 

When bromination of histidine is effected by aspirating with 
air, the above color variations are not obsenmd. The color is 
brighter red, and is far more reproducible in hue than when CO 2 
is used. 

Exposure to ordinary daylight, especially during the bromina- 
tion under CO 2 , has been found regularly to diminish the color 
obtained with histidine. For this reason, light has been excluded. 

Histidine Content of Normal and Pregnancy Urines. Creatinine to 

Histidine Ratio 

In an attempt to determine whether or not the histidine excre- 
tion may be used as an index of pregnancy, we have determined 
the specific gra\'ity, creatinine, and histidine content of normal 
and pregnancy urines, and, after studjdng the data, have plotted 
the ratios of creatinine to histidine, each in mg. per cc. of urine, 
as being a convenient means of characterizing the mines with 
regard to their histidine content. In this way, the urines, regard- 
less of their water content, should fall into either of two groups. 
If the histidine content is high, as in pregnancy, the urine would 
be characterized as ha\'ing a low creatinine to histidine ratio as 
compared with that of the male or the non-pregnant female. 
Differentiation of urines in this way is based upon a convenient 
nmnber scale, ranging usually between 1 and 20. Accordingly, 
we have analyzed urines collected without regard to time, to the 
diet, or to the physical condition of the subjects. One urine 
sample per individual was included, and no data have been ex- 
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eluded. The male donors (43 in number) were mostly medical 
and dental students, the non-pregnant females (61 in number) 
were medical students and nurses, and the pregnancy urines (107 in 
number) were obtained at the prenatal clinic of the Buffalo 
General Hospital, the cases being from 2 to 9 months from the 
onset of pregnancy. There was no relation between the months 
of pregnancy and the size of the ratio. The values are summa- 
rized in Fig. 1 as simple frequency distribution curves, so that both 
the frequency of the ratios and the spread can be seen at a glance. 
As most of the ratios in pregnancy were determined upon diluted 



Fig. 1. Simple distribution curves for the ratio of creatinine to histidine 
for normal and pregnancy urines. 


urines, and in most cases were below 4, corrections for the suppres- 
sion of color by urine constituents were made only in the small 
number of cases in which the ratio was greater than 4, and those 
in Avhich undiluted urine was used. A more accurately placed 
curve for the pregnancy urines would be slightly to the left of that 
given, except in the range 4 to 6. On the contrary, the ratios 
for the non-pregnancy urines were all corrected for the suppression 
of color, so that the position of this curve is essentially correct. 
The grouping of the ratios in pregnancy over the smaller numbers 
is in striking contrast to the wide range of the non-pregnancy 
ratios over the larger numbers. The ratios for pregnancy urines 
ranged from 0.9 to 6.4, with an average (107 determinations) of 
2.71; for the non-pregnant female, with one exception, from 



W. D. Langley 


263 


5.5 to 18, mth an average (61 determinations) of 8.68; and for the 
male from 5 to 15.0, with an average (43 determinations) of 9.23. 
Although the averages of the ratios indicate a sharp separation 
between the types of urine analyzed, there is moderate overlapping 
of the distribution cuiwes between the values 4 and 6. There- 
fore, the ratio, as determined upon casual urine samples, cannot be 
used as an unequivocal index as to pregnancy. Several males and 
non-pregnant females, whose urines gave unusually low ratios 
with a first sample, gave higher ratios when second samples were 
collected and analyzed several days later. Also, urines from 
several of the pregnant women showed diminished values for the 
ratio from about 5 at one time to about 4 at another. It seems 
from these obsen-ations that the extent of the overlapping of the 
distribution curves could be lessened somewhat by analyzing 
several specimens of urine per individual, and plotting average 
values of the ratios, whereby the usefulness of the data as indicat- 
ing pregnancy would be increased correspondingly. It is clear 
that, if the creatinine-histidine ratio is to be useful as an indica- 
tion of pregnancy, conditions must be found imder which the ratio 
distribution curves are distinctly separated in the range of 4 to 6. 
From the data at hand, which apply only to normals and to preg- 
nancies of 2 or more months duration, it is reasonable to estimate 
the probability of pregnancy as being very great for ratios smaller 
than 4, and the probability of pregnancy as being very slight 
when the ratio is greater than 6, but probability figures for preg- 
nancy when the ratios are between 4 and 6 should be considered 
as having no significance at all. About 16 per cent of the urines 
studied fell within this range. Possibly more definite separation 
between pregnancy and non-pregnancy distribution curv’^es might 
be obtained if the urines were collected under postabsorptive or 
basal conditions. It is not improbable also that figures repre- 
senting the rate of histidine excretion after ingestion of a known 
amount of histidine would be more useful than a ratio of creatinine 
to histidine. 

Comparison of the spread of values for the ratios for the preg- 
nancy and non-pregnancy urines may seem to indicate that the 
non-pregnant group shows the more variable excretion of histidine. 
But the wide range probably occurs because the histidine excre- 
tion is small, so that small differences in histidine content of the 
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urine, or of errors in its estimation, are reflected as large differ- 
ences in the ratios. Small changes in excretion of histidine might 
readily be of dietary origin. On the other hand, when larger 
amounts of histidine are excreted, as in pregnancy, small varia- 
tions in histidine output change the ratio very little. Dietary 
factors alone can hardly account for these low ratios. 

In order to be sure that the low ratios of pregnancy urines are 
not to be attributed to the excretion of creatine rather than of 


Table III 

Comparison of Ratios of Creatinine to Histidine and of Creatine -t- Creatinine 
to Histidine in Pregnancy Urine 


Creatine is expressed as mg. of creatinine. 





Creatine -t- 
creatinine 


Ratio 

Sp. er. 

Histidine 

Creatinine 

Creatinine 

Histidine 

Creatine + creatinine 
Histidine 

m 

mg. per ee. 

0.72 

mg. per cc, 

1.75 

mg. per cc. 

2.22 

2.4 

3.1 

BIB 

0.13 

0.40 

0.63 

3.1 

4.9 

mSEm 

0.47 

1.71 

2.16 

3.5 

4.4 


0.09 

0.19 

0.23 

2.1 

2.5 

1.005 

0.04 

0.13 

0.17 

3.2 

4.7 

1.017 

0,09 

0.41 

0.73 

4.5 

8.4 

1.010 

0.12 

0.47 

0.52 

3.9 

4.3 

1.026 

0.42 

1.68 

2.18 

4.0 

5.2 

1.025 

1.02 

1.12 

1.42 

1.1 

1.3 

1.021 

0.29 

0.92 

1.35 

3.1 

5.0 

mSm 

0.37 

0.71 

1.07 

1.6 

2.1 

■ESI 

0.25 

0.41 

0.50 

1.6 

2.1 

1.016 

0.33 

0.55 

0.64 

1.6 

1.7 


creatinine, analyses were made for creatine by the sulfuric acid 
procedure (11). The data are reported in Table III, and show 
beyond doubt that the excretion of creatine does not account 
for the low creatinine to histidine ratios. 


Acknowledgments are made to Gertrude Swarthout, who as- 
sisted greatly in standardizing the procedure for the analysis of 
histidine, as well as to several persons on the staff of the Buffalo 
General Hospital, who assisted in collecting the urine specimens. 
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SXIMMAKY 

A procedure for the estimation of histidine in pure solutions and 
in urine bj' use of the Knoop bromination reaction is described. 

Directions are given for the preparation of indicator standards 
by use of which the histidine colors may be evaluated. 

Several peculiarities of the histidine colors are described. 

The ratio of creatinine to histidine .(each in mg. per cc.) has been 
determined for normal and pregnancj^ urines. During pregnancy, 
the ratios range from 0.9 to 6.4 with an average value of 2.71, 
and in non-pregnancj' from 2.5 to 17.7 ndth an average value of 
about 8.9. 

From a study of the simple distribution cmwes for the ratios, 
it is concluded that the estimation of histidine in relation to 
creatinine of the urine cannot be recommended at present as a 
reliable test for pregnancy, as about 16 per cent of the urines 
studied could not be definitely classified. The estimation may be 
recommended, however, as a valuable aid in the rapid diagnosis 
of, or routine testing for, pregnancy. 
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THE CHEMICAL NATURE OF SCARLET FEVER TOXIN* 
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(Received for publication, August 16, 1940) 

There is considerable confusion in the literature regarding 
scarlet fever toxin and "toxic or poisonous” substances obtainable 
from cultures of scarlet fever streptococci. In 1934, for instance, 
Hooker and Follensby (1) described an A and B toxin of scarlet 
fever; in 1936 Kodama (2) separated three substances from strep- 
tococci which gave skin reactions; and in 1938 Eaton (3) in a review 
rallied to the opinion of the plurality of the toxin. 

The substance under discussion here is the specific soluble toxin 
of scarlet fever. There is no evidence thus far that more than one 
such substance exists and in order to demonstrate its presence the 
following tests should be made: (1) The substance should be 
destroj'ed by boiling; (2) suitable dilutions injected into the skin 
of numerous human subjects should give positive reactions when- 
ever a positive reaction is given by one skin test dose of a standard 
scarlet fever toxin obtained from streptococci which have produced 
tjT)ical experimental scarlet fever in man, and give negative 
reactions when the reaction to the standard toxin is negative; (3) 
after gimg a positive reaction in a human subject who gives a 
positive test with standard scarlet fever toxin, it should, in proper 
dilution, give a negative test in the same individual when mixed 
mth a suitable amount of specific scarlet fever antitoxin; (4) 
it should produce nausea, vomiting, fever, malaise, and a typical 
scarlet fever rash in susceptible hvunan subjects when given 
hypodermically in a single dose of 1000 to 3000 skin test doses. 

The substance discussed here has been subjected to aU of these 

^ Read before the meeting of the American Society for Clinical Investi- 
gation at Atlantic City, May 6, 1940. 
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tests and is, therefore, specific scarlet fever toxin. It was prepared 
according to the method given by Dick and Boor (4). The toxin, 
a white, fluffy substance, dissolved readily in water, giving a 
yellow color in concentrated solutions, and contains from 20,000 
to 30,000 skin test doses per mg. 

From a study of the chemical properties of this purified toxin, 
as reported in this paper, the conclusion is drawn that scarlet 
fever toxin is a protein of small molecular weight, some amino 
groups of which are essential for its activity. Furthermore, a 
study of the electrophoretic mobility of the toxin at different 
hydrogen ion concentrations has shown that the toxin may be 
freed by electrophoresis of some nitrogenous impurities still 
present. In all the experiments the activity was tested with the 
skin test for susceptibility to scarlet fever as developed by Dick 
and Dick (5). 

Effect of Temperature — It is generally agreed that scarlet fever 
toxin is very resistant to heat. To test the effect of temperature, 
the purified toxin (0.5 mg. per cc. dissolved in phosphate buffer 
of pH 7.4) was heated for 1 hour at different temperatures. Heat- 
ing for 1 hour without shaking up to 90°, and for 45 minutes up to 
100° (boiling water bath) caused no loss of activity. Bubbling 
either purified nitrogen or oxygen through the solution when 
heated in a boiling water bath resulted in loss of activity. Ap- 
parently, agitation at this temperature produced denaturation of 
the toxin as agitation at lower temperatures produces denaturation 
of proteins of higher molecular weight (for example, hemoglobin). 

Effect of pH — It is generally believed that scarlet fever toxin is 
very unstable in alkaline solution, although no study of the in- 
fluence of hydrogen ion concentration on the activity of the toxin 
has been reported. To test this influence, the universal buffer 
of Theorell and Stenhagen (6) was used from pH 2.08 to 11.77; 
by the use of this buffer, the chemical nature of the electrolytes 
was kept identical. The toxin solutions (1 mg. of toxin dissolved 
in 1 cc. of water plus 4 cc. of buffer) were kept for 24 hours at room 
temperature (±25°). They were then neutralized, diluted to the 
proper dilutions for skin tests, and filtered through Jena fritted 
glass filters for bacteriological filtration. The pH values of the 
solutions were measured by both the glass and hydrogen electrodes 
at 25°. As can be seen in Table I, the toxin was extremely re- 
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sistant to changes in the h3'drogen ion concentration, the stability 
being greater in acid solutions than in alkaline solutions; it did 
not lose its actiidty after 24 hours in 0.1 N HCl (pH 1.08), but it 
was destroj'ed when kept in 0.1 n NaOH or in buffer solutions of 
a pH value of 11.77. 

Effect of Ketene — Acetylation with ketene has proved to be useful 
in determining the importance of amino groups for biological 
actmty. It is a highl}’ specific acetylating agent for aqueous 
solutions of proteins, and several investigators (Herriott and Nor- 


Table I 

Effect of pH on Aclicily of Scarlet Fever Toxin 


The toxin solution containing 1 mg. per cc. was kept for 24 hours at room 
temperature (+25®); buffer, universal of Theorell and Stenhagen, 


pH 

Size of ekm reaciioti 

l.OS 

mn. 

22 X 16 (faint) 

2.0S 

28 X 36 (bright) 

38 X 40 “ 

3.01 

3.97 

46 X 32 “ 

5.05 

38 X 32 “ 

6.03 

34 X 42 “ 

7.05 

25 X 28 " 

7.99 

33 X 30 

9.03 

32 X 30 

10.00 

35 X 23 

11.18 

35 X 25 

11.77 

Negative 


throp (7), Stem and White (8), Pappenheimer (9)) have shown 
that primarj' amino groups react most rapidl3% while the OH 
groups of t3wosme are acet3'lated at a much slower rate. With 
glucosamine in aqueous solution, only the NHo groups react with 
ketene, forming N-acet3d glucosamine (Bergmann and Stem 
(10)), while the OH groups in carboh5’^drates resulting from hy- 
drol3^sis of egg albumin are not acet3dated (Neuberger (11)). 
Ketene destroys the activity of diphtheria toxin (Pappenheimer 
(9)) and of tetanus toxin (l^elluz (12)), and, to some extent, the 
toxicity of gonococcus and meningococcus cells (Boor and Miller 
(13)). To test the effect of ketene on scarlet fever toxin, 50 mg. 
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of the toxin were dissolved in 10 cc. of 2 m acetate buffer of pH 
5.06, put into a cellophane bag, and kept inside a 1 liter beaker 
containing the same acetate buffer to avoid changes in the hydro- 
gen ion concentration inside the bag. Ketene was generated in 
the apparatus devised by Herriott (14) The ketene vapor, before 
reaching the toxin solution, was purified by being passed through 
a flask cooled with ether and CO 2 snow; the gas was bubbled at 
a rate of about 4 cc. per minute and samples were withdrawm at 
different intervals (5, 10, 20, and 40 minutes). The solutions were 
then dialyzed overnight in cellophane bags at 3° in running dis- 
tilled water, made neutral, and tested at two dilutions, one 10 

Table II 

Effect of Ketene on Activity of Scarlet Fever Toxin 
50 mg. were dissolved in 10 cc. of 2 m acetate buffer, pH 5.06. Ketene 
was bubbled at the rate of 4 cc. per minute. 


Time After ketene 
treatment 

j Size of skin reaction 

1 X 8000 dilution 

1 X SOO dilution 

min. 

mm. 

mm. 

Control 

27 X 25 


5 

Negative 

20 X 28 (bright) 

10 

<( 

18 X 15 (medium bright) 

20 

if 

10 X 10 " “ 

40 

ii 1 

Negative 


times stronger than the other. The toxin used as control was 
treated identically, except for the ketene treatment (Table II). 
The toxin, at a dilution of 1 X 8000 was completely inactive at the 
end of 6 minutes. There was some activity at a dilution of 
1 X 800, but it was completely lost at the end of 40 minutes. This 
loss of activity, after a short treatment with ketene, may be taken 
as an indication that ketene destroys by acetylation the primary 
amino groups essential for the activity of the toxin. 

Effect of Nitrous Acid — The action of nitrous acid on amino 
groups has been known for a long time, and was used by Levene 
and Van Slyke (15) for the determination of amino acids. As 
shown by Philpot and Small (16), nitrous acid resembles ketene in 

* We e-xpress our thanks to Dr. A. K. Boor for his kind loan of the ketene 
generator. 
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first attacking the primarj- amino groups in the protein molecule. 
If ketene destroj-ed the activitj- of scarlet fever toxin by acety- 
lation of amino groups, nitrous acid rvould also destroy it. Such 
indeed vas the case. The experiments were performed at pH 
4.07 in acetate buffer. To 1.15 cc. of 1 N acetic acid were added 
3.85 cc. of HoO, 5 cc. of a toxin solution containing 4 mg. per cc., 
and 345 mg. of NaXOs (final concentration 0.5 m). After stand- 
ing half an hour at room temperature, the solution was neutralized, 
dialyzed overnight as indicated, and tested. For control, a 
toxin solution was used in which the KaNO; was replaced bj' an 
equimolecular concentration of NaCl and the acetic acid replaced 
hy acetate buffer with a final pH value of 4.06. Treatment with 


Table III 

Effect of Nitrous Acid and Iodine on Activity of Scarlet Fever Toxin 


Substance 

pH 

Time of 
action 

Sire of sldn reaction 

Control 

4.06 

hT$, 

tnn. 

20 X 18 O^right) 


4.07 

0..i 

Xegative 

Control 

7.02 


30 X 32 (bright; 



6.0 

Xegative 


4.63 


(( 


3.01 

6.0 

20 X 20 (bright) 


nitrous acid destroyed the activity of the toxin completely, thu.s 
giving more support to the conclusion drawn from the experiments 
with ketene (Table III). 

Effect of Iodine — Iodine may react with proteins either as an 
oxidizing agent, or as a substitution agent, its activity as an oxidiz- 
ing agent being increased as the hydrogen ion concentration in- 
cr^es, while its activity as a substitution agent diminishes under 
the same conditions. The effect of iodine (0.002 x) on scarlet 
fever toxin was studied at three pH values, 7.02, 4.63, and 3.01, the 
solutions being kept in the presence of iodine for 6 hours at 25°. 
At the end of this time the iodine was destroyed b 3 '^ the addition 
of cysteine, the solution was diluted, dial 3 ’’zed overnight, and the 
skin tests performed (Table III). The toxin was destro 3 'ed b 3 ’^ 
iodine at pH values of 7.02 and 4.63, while at a pH value of 3.01 
it still retained activity (control, 30 X 32 mm.; with iodine, 20 X 
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20 mm.)- Doubtless, this iodine inactivation is due to action of 
the reagent on the amino groups of the toxin more than to strict 
oxidizing action, for when the oxidizing power was increased by 
making the solution more acid there was no inactivation. 

Effect of Porphyrindin and Other Oxidizing and Reducing Sub- 
stances — Porphyrindin, a dye of highly positive oxidation-reduction 
potential (E'o at pH 7.0 = -+-0.57 volt) was recommended by 

Table IV 


Effect of Porphyrindin and Other Oxidizing and Reducing Substances on 
Activity of Scarlet Fever Toxin at pH 7.06 


Substance 

Time of 
action 

Size of skin reaction 


hr8» 

mm. 

Control 


35 X 30 (bright) 

Porphyrindin (0.001 m) 

0.5 

Negative 

Control 


30 X 30 (bright) 

HjOs (0.009 m) 

4.5 

28 X 13 “ 

CuCls (0.00015 m) 

4.0 

22 X 20 " 

Oxidized glutathione (0.033 m) 

4.0 

28 X 15 “ 

lodoacetic acid (0.001 m) . ; 

4.0 

35 X 30 “ 

Cysteine (0.023 m) 

4.0 

19 X 20 “ 

Glutathione (0.023 m) 

4.0 

28 X 21 

NajSsO^ (0.02 m) 

7.0 

20 X 23 “ 

HjS (saturated) 

5.0 

28 X 20 " 

Pt "1“ H-2 

6.0 

29 X 22 

lodoacetamide (0.01 m) 

4.0 

35 X 30 

Alloxan (0.05 m) 

5.0 

28 X 25 " 

Caffeine (0.01 m) 

4.0 

33 X 35 

Sulfanilamide (0.005 m) 

“ ultraviolet irradiation 

0.1 

35 X 25 (faint) 

(0.005 m) 

0.1 

30 X 20 " 


Kuhn and Desnuelle (17) as a i*eagent for the rapid oxidation of 
— SH groups in the protein molecule. As such it has been ex- 
tensively used by Greenstein (18). The effect of porphyrindin, 
kindly supplied by Dr. L. Hellerman, was studied at pH 7.06 
by treating the toxin with the dye (final concentration, 0.001 m) 
for half an hour, the skin tests being performed after dialysis and 
proper dilution. Porphyrindin, under such conditions, destroyed 
the activity of the toxin (Table TV). 

The inactivation of the toxin by porphyrindin made it necessary 
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to study the effect of substances -which combine -with either the 
— SH or — S — S — groups of proteins, inasmuch as the presence of 
these groups as the active constituents of certain hormones 
(insulin, du Vigneaud (19)), enz 3 'mes (urea, Perlzweig (20), papain, 
Hellerman and Perkins (21), cholinesterase, Nachmansohn and 
Lederer (22)), and toxins (snake venoms, Micheel and Emde (23), 
Binet, Weller, and Robillard (24)) has been recentlj’^ established. 
Of the compounds known to react easilj^ -u-ith either — SH or 
— S — S — groups under physiological conditions (at neutral reac- 
tion and temperatures not above 38°) the following were used: 
as reagents for — SH groups, CuClj (0.00015 m), CH:IC00H (0.01 
m), GHjICOXH; (0.01 m), oxidized glutathione (0.023 si), alloxan 
(0.05 m), caffeine (0.01 m), HjOj (0.009 m); as reagents for — S — 
S — groups, cj'steine (0.02 m), glutathione (0.023 m), Na^iOt (0.02 
m), H:S (saturated), and Pt black plus H: (Table HQ. Since none 
of these substances had any effect on the activity of the toxin, it 
must be concluded that no active — SH or — S — S — groups are 
present. The inhibiting action of porphjTindin must therefore 
be attributed to destruction of some active group other than a 
sulfh 3 'dryl group. To elucidate this question, a number of sub- 
stances containing primar 3 ^ amine groups (glycine, phen 3 ’lalanine, 
histidine, tr3-ptophane, t3Tosine, t3Tamine, histamine, 1,4- 
diaminobutane, dieth3damine) were treated with porph3’Tindin at 
pH 7.33, 25°, a ratio of 10 parts of amine to 1 of dye being used. 
With tyrosine and t 3 Tamine the reaction was immediate, as shown 
b 3 ' prompt and complete reduction of the d 3 'e; -with tryptophane, 
the d 3 'e was half reduced at the end of 1.75 hours. Poiph 3 TTndin 
was reduced b3'^ t3'rosine and t3Tamine, presumabl3’- b3' oxidation 
of their OH groups. From these experiments it is suggested that 
t3Tosine ma 3 ’^ be one of the active groups of the toxin, destro 3 'ed 
by ketene by action on its NH; group and nitrous acid, b 3 ' proph 3 ’- 
rindin and ketene b 3 * action on its OH group. 

Carpenter and Barbour (25) reported that the toxins from 
Staphylococcus aureus and Clostridium welchii were inactivated b 3 ^ 
treatment -with sulfanilamide. Neither sulfanilamide nor the 
oxidation product obtained by treatment -with ultraviolet light 
had any effect on the actmt}”- of scarlet fever toxin (Table HQ. 

Effect of Pepsin and Trypsin — Contradictory reports have been 
published on the effect of tr 3 ’psm on the actmty of scarlet fever 
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toxin. Huntoon (26) states that the toxin is destroyed by trypsin, 
but Kodama (2) on preparing his toxin submitted the solution to 
the action of trypsin to hydrolyze the protein impurities. To 
test the effect of trypsin under optimum conditions for the activity 
of the enzj'’me, toxin solutions in 0.01 m Na2HP04, containing 1 
mg. per cc., were incubated at 38° with trypsin (0.13 mg. of active 
powder per cc. of toxin solution) for 3, 6, 9, 24, and 48 hours. 
At the end of the incubation period the solutions were neutralized 
with 0.01 M KH2PO4, diluted, and tested. Wlien the incubation 
period was extended to 48 hours, more trypsin was added after 
24 hours incubation.® In no case did trypsin destroy the activit}'^ 


Table V 

Effect of Pepsin and Trypsin on Activity of Scarlet Fever Toxin 
Incubated at 38°. 


Substance 1 

pH 

Time of 
action 

Size of skin reaction 

1 


hn. 

mm* 

Control 

3.01 

12 

35 X 25 (bright) 

Pepsin 

3.01 

6 

20 X 20 “ 

(t 

3.01 

12 

30 X 25 

Control 

3.01 

24 

15 X 10 (faint) 

Pepsin 

3.01 

24 

15 X 18 “ 

Control 

8.5 

24 

35 X 30 (bright) 

Trypsin 

8.5 ; 

24 

38 X 22 " 


of the toxin. The same results were found when pepsin was used 
as the proteolytic enzyme. The experiments were performed at a 
pH value optimum for enzyme activity, namely 3.01 (Table V). 

Isoelectric Point of Scarlet Fever Toxin — The electrophoretic 
mobility of the scarlet fever toxin was determined with Theorell’s 
cataphoresis apparatus for test purposes (27) at 3.5° to avoid any 
danger of convection currents. The current intensity was kept 
at 5 milliamperes and the experiments terminated at the end of 
3 hours. The toxin, dissolved in the buffer solution, was in- 
troduced in the U part of the apparatus, leaving five cells in both 
branches of the apparatus free for migration of the toxin. At the 
end of the experiment, the rubber disks were moved so as to 

2 In these experiments, trypsin and pepsin solutions were previously 
tested for skin reactions and were found to give negative reactions. 
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separate the different cells; the fluid of the cells was pipetted off, 
and the nitrogen content determined. After neutralization, 
dilution, and filtration, the skin tests were performed with the 
contents of each cell. The electrophoretic mobility of the toxin 
was studied at five pH values (Table VI), 4.56, 5.24, 5.76, 6.08, 
6.98. (The pH values quoted here arc those calculated from 
measurements made at 25°, and bj' the use of the temperature 
coefficients given by Clark (28).) The toxin migrated towards 

Table VI 

Elcclrophorelic Mobility of Scarlet Fever Toxin As Determined with TheoreU's 
Cataphorcsis Apparatus 

T = S-S®, 4- = positive test for toxin activity, — = negative test for 
torin activity, U = mg. per cent of Nj remaining in the U part of the 
cataphorcsis apparatus. The figures represent mg. per cent of N. in the 
cell. 


pH 

Ancx^e 

1 Cathode 

■ 














Cell 











CeU 



1 











6 


4.56 

2.94 

2.45 

1.94 


1.56 

1.48 

|0.7 

0.31 

0.24 

0.13 

0.19 

0.25 

2.96 


+ 

+ 

+ 

+ 

+ 

+ 


— 

- 


- 

— 

- 

5.24 

11.48 


■HUM 



? 

2.0 

1.48 

1.38 


0.25 

0.25 

3.1 


+ 

1 + 

— 

+ 



— 

- 

— 


- 1 

— 

— 

5.76 

fWia 

[iHH 

0.19 

0.31 

■IWill 

0.29 

2.02 

1.94 

2.90 


Eki] 


2.54 


+ ! 

— i 

— 

— 

— 

_ 

+ ! 

+ 

+ 1 

+ 1 

+ 

— 


6. OS 


0.17 

0.15 

0.06 

0.15 

0.05 

2.94 

1.94 

MWl 

0.32 

0.18 

0.32 

3.05 


+ 

+ 

— 



— 

+ 

+ 

+ 

— ! 

— 

— 


6.98 


tillwl 

0.11 



0.13 

3.56 

I.84I 

1.3 

Biwl 

0.48 

0.78 



(-1 


" 1 

HI 

Hf 

- 1 

+ 1 

-^1 

+ 1 

HI 

+ 1 

~ 1 



the cathode from pH 5.76 on, and towards the anode from pH 
5.24 to greater acidity. At pH 5.24, when the toxin migrated to 
the anode, some nitrogenous impurity migrated in the opposite 
direction, towards the cathode. At pH 5.24 and 4.56, when the 
toxin migrated to the anode, the average N content of the cells 
was 2.66 per cent, while the H content of the cells in the cathode 
branch, with no toxin, was 1.94 per cent. Electrophoresis of the 
toxin at pH 54) will therefore allow further purification of the toxin, 
for it will withdraw this nitrogenous impurity. Experiments in 
this direction are in progress. 
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The isoelectric pomt of the toxin, as deteimined by calculation 
of the ionic mobility from the data given in Table V was 5,55 (Fig. 
1). This value is different from that given by Shinn (29), who 
reported it to be between pH 7.0 and 7.5; his experiments were 
carried out without proper control of the conditions necessary to 
perfonn electrophoretic studies, conditions studied carefully by 
Tiselius (30). 

Ultrafiltration of Scarlet Fever Toxin — To estimate roughty the 
size of the scarlet fever toxin, the ultrafiltration of toxin solutions 
through graded collodion membranes was performed. The 
membranes were prepared according to the methods described by 



Fig. 1. Isoelectric point of scarlet fever toxin. Temperature, 3.5°. 
Ordinate, ionic mobility X 10®; abscissa, pH values. 

Elford (31) and Bauer and Hughes (32) in a room kept at constant 
temperature and humidity (24° and 60 to 65 per cent relative 
humidity) ; the degree of humidity was diminished to that existing 
in the room for the preparation of membranes of small pore size. 
The membranes prepared from parlodion manufactured by the 
Mallinckrodt Chemical Works were similar in property and size of 
pores to those described by Bauer and Hughes. The average 
pore size of the membranes was calculated by an application of 
PoiseuUle’s law governing the passage of water through a capil- 
lary tube.® To test these membranes the following protein solu- 
tions of varied molecular weight were used: hemoglobin, prepared 
according to the method of Sidwell et al. (33), myoglobin, according 

® For the equations used to calculate the pore size of membranes, see 
Bauer and Hughes (32). 
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to the method of Theorell (34), cytochrome c,< according to the 
method of Keilin and Hartree (35), clupein, purchased from The 
British Drug Houses, Ltd. Filtrations were carried out imder a 
pressure of about 780 mm. of Hg, the filter being connected to a 
nitrogen tank. The toxin filtered through all the membranes that 
let hemoglobin (mol. w*t. 68,000), carbon monoxide myoglobin 
(mol. 17,500), and cjdochrome c (mol. Art. 13,000) pass 
through; moreover, it filtered through a cellophane membrane 
with a pore size less than 1 m;i. The toxin did not filter through 


Table VII 

Vllrafillralion of Scarlet Fever Toxin 


The size of the control reaction was 40 X 35 mm., bright. 


Arerage 

pore 

diameter 

Eb. 

6S.000 

1 mol. wt. 

CO myo- 
globin. 
17.500 

1 moL wt. 

Cj-to- 
ebrome c, 
13.000 

1 mol. wt. 

1 

1 Clupein* 
±2600 

I moLwt. 

^ Toxin. Bite of aUn reaction 

1 

Vlji 

71.6 

+++ 

+++ 

++■{- 

: -h- h- j- 

mn. 

42 X 40 (bright) 

39.2 

+++ 

+++ 

-| — 1 — ^ 

+++ 

35 X 30 “ 

16.3 

+++ 

+++ 

+++ 

+++ 

36 X 28 “ 

8.4 

+++ 

+++ 

+++ 

+++ 

30 X 22 " 

3.1 

0 

+++ 

++ 

+++ 

28 X 20 

2.1 

0 

0 

+ 

+++ 

27 X 18 

1.3 

0 

0 

0 

++-t" 

20 X 25 (medium bright) 

* 

0 

0 

0 

+++ 

30 X 20 (faint) 

t 

0 

0 

0 

+++ 

Negative 


* Cellophane from casings, 
t Cellophane No. 600. 


cellophane No. 600 although clupein (mol. wt. from 2000 to 4000) 
did (Table "ITI). We are well aware that the ultrafiltration 
method through collodion membranes, even if the membranes 
were of vmiform pore size, can be applied only to molecules of 
spherical or globular configuration and to substances that are 
not adsorbed bj’’ the membrane. However, since the toxin passes 
through membranes that retain cytochrome c, while it does not 
pass through membranes which let clupein through, the e^ridence 
is strong in favor of the assumption that the scarlet fever toxin 

* Care was taken to perform the ultrafiltrations at hydrogen ion concen- 
trations optimum for non-adsorption by the membranes. 
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is a small protein with a molecular weight less than that of cyto- 
chrome c (13,000) and perhaps more than that of clupein (2000 
to 4000). It may be recalled that the molecular weight of diph- 
theria toxin is about 72,000 (Lundgren, Pappenheimer, and Wil- 
liams (36)) and that of crotoxin about 33,000 (Slotka and 
Fraenkel-Conrat (37)). 

Some Components of Scarlet Fever Toxin — Dick and Boor (4) 
reported that the purified toxin used in these experiments con- 
tained 11.83 and 1.04 gm. per cent of nitrogen by formol titration, 
i.e. free amino nitrogen. Korschun et al. (38), who prepared a 
toxin by alcohol precipitation, reported a total nitrogen content 



Fig. 2. Color intensity of toxin solutions with the orcinol method after 
warming at different times. Abscissa, time in minutes; ordinate, extinc- 
tion measurement; Curve 1, readings with Filter S47 ; Curve 2, readings with 
Filter S53. 

of 10.02 per cent and Stock (39) in a preliminary note reported a 
total nitrogen of 7 per cent. Undoubtedly, Stock was dealing 
with a substance not identical with the scarlet fever toxin as 
previously defined, since he found no free amino nitrogen, while 
the toxin as prepared by Dick and Boor (4), Korschun (38), and 
Veldee (40) does contain free amino nitrogen. As found by 
Korschun et al. (38), the toxin gave a red color with the biuret 
reaction, an indication that there is a peptide linkage and that 
the length of the peptide chain is small. It gave a positive Millon 
test, an indication of the presence of tyrosine in the molecule, and 
a faintly positive Hopkins-Cole test. It also gave a strongly 
positive Molisch reaction. 

For the determination of the carbohydrate content, two methods 
were used; (1) titration with copper with the micromethod of 
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Somogyi (41) after previous digestion for 3 hours with 5 N HjSO^ 
(see Ljunan and Barron for the details of the procedure (42)), and 
(2) the colorimetric orcinol method of Sorensen and Haugaard 
(43) as modified by Hewitt (44). The carbohj'drate content by 
the first method was 1.54 gm. per cent; by the second method, 1.43 
gm. per cent. On measuring the extinction coefficient of the blue 
solutions obtained after heating the toxin with the orcinol reagent 
at different inteiwals of time, the curve obtained with Filters S47 
and S53 of the Zeiss Pulfrich photometer was similar to that re- 
ported by Sdrensen (45) for mixtures containing 3 parts of mannose 
and 1 of galactose (Fig. 2). The carbohydrate content of human 
serum is 3.2 per cent; that of horse serum, 2.4 per cent; of albumin. 
1.08 per cent; of seroglycoid, 8.4 per cent; of ovomucoid, 20 per 


Table VIII 

Some Components of Scarlet Fever Toxin 


Substance 

Gm. per cent 

Total nitrogen (Kjeldahl) 

! 11.33 

Nitrogen (fonnol titration)... 

1.04 

Total carbohydrate (copper titration) 

1.54 

“ “ (orcinol, colorimetric) 

1.43 

Glucosamine (colorimetric).. 

0.73 


cent (Hewitt (46)). Thus the carbohydrate content of toxin is 
as low as that of proteins with the lowest carbohj'drate content. 

The glucosamine content of the scarlet fever toxin was also very 
low, 0.73 gm. per cent. The to.xin, dissolved in 4 n HCl, was 
subjected to 8 hours hydrolysis in a sealed tube in a boiling water 
bath. After neutralization, the determination of glucosamine 
was performed in a Zeiss Pulfrich photometer with Filter S53 
by the colorimetric method of Elson and Morgan (47) modified 
bj- Hewitt (46). These low figures for carbohydrate and glucos- 
amine content differ radically from Stock’s preliminary’^ report (39) 
on the erythrogenic toxin of Streptococcus scarlatinae in which it is 
stated that his substance contained large quantities of carbo- 
hydrates and glucosamine. 

Since the toxin contained no phosphorus (no color reaction was 
obtained when the determination of total phosphates was at- 
tempted by the colorimetric method of Whitehom (48)), it may be 
concluded that no nucleopro terns exist in the toxin (Table VIH). 
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DISCUSSION 

From a study of the chemical properties of scarlet fever toxin 
described in this paper, namely the nitrogen content, the presence 
of free amino nitrogen, the resistance to high temperatures and to 
wide changes in the hydrogen ion concentration, the precipitation 
by high concentrations of ammonium sulfate, the color of the 
biuret reaction, and the passage by ultrafiltration through col- 
lodion membranes which do not let cytochrome c through, it is 
logical to conclude that the toxin is a protein of small molecular 
weight. The toxin is not only resistant to heat and to changes of 
pH value, but also to the action of active proteolytic enzymes 
such as pepsin and trypsin. The loss of activity of the toxin by 
brief treatment with ketene, nitrous acid, and iodine in neutral 
solutions is good evidence in favor of the theory that the activity 
is related to the presence of amino groups in the protein molecule, 
amino groups which are destroyed by these agents. As porphyrin- 
din had been used for the estimation of certain mercaptans and of 
the sulfhydiyl groups of certain proteins, the destruction of toxin 
activity by this reagent made it necessary’- to conduct a series of 
experiments with substances known to combine either with 
sulfhydryl or the disulfide groups. When none of these substances 
destroyed the activity of the toxin, it was found that porphyrindin 
was readily reduced by tyrosine, tyramine, and to some extent 
by tryptophane. Porphyrindin must therefore be rejected as a 
reagent for the detection of sulfhydryl groups of proteins, and the 
inactivation of the toxin by the dye may be attributed to its action 
on the OH group of tyrosine. (The positive Millon and Hopkins- 
Cole reactions in toxin are indicative of the presence of tyrosine 
and tryptophane in the toxin.) 

The experiments on the electrophoretic mobility of the toxin are 
further evidence of its protein nature, for whether the toxin was 
made to migrate to the anode or to the cathode branch of the 
cell, a large portion of the nitrogen was retained in the active 
material. By assuming that the pure toxin contains 10 per cent 
nitrogen, it is calculated from these electrophoretic experiments 
that the material is 35 per cent pure. Since at pH values some- 
what lower than those of the isoelectric point of the toxin (pH 
5.55 at 3.5°) the protein impurity migrates towards the cathode 
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branch of the cataphoresis apparatus, there is here an easy method 
for further purification of the toxin. 

The low carboh 3 -drate and glucosamine content of the toxin, as 
well as the absence of phosphorus, speaks against considering it as 
a conjugated protein. 


SUMMARY 

Scarlet fever toxin is verj' resistant to the action of high tempera- 
tures (up to 100° for 15 minutes), wide variations in the hj'-drogen 
ion concentration (from pH 1.08 to 11.01), proteolytic enz 3 Tnes 
(pepsin and tr 3 ’psin), and a ntunber of o.xidizing and reducing 
agents. Its activit 3 " is destro 3 'ed b 3 '- substances known to react 
with amino groups, such as ketene and nitrous acid. Evidence 
has been presented to support the view that inactivation produced 
b 3 ^ iodine and porph 3 'rindin is also due to reaction with amino 
groups. From ultrafiltration with membranes of graded porosit 3 '’ 
it is concluded that the to.xin is a protein of small molecular 
weight, between 13,000 and 4000. The isoelectric point of the 
toxin is 5.55 at 3.5°. As the carbohydrate and glucosamine 
content of the to.xin is ver 3 ' low, and there is no phosphorus, it is 
concluded that the toxin is not a conjugated protein. 
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The -n-ork reported herein extends pretdous -work dealing with 
the regulation and changes in the intestinal reaction and their 
effect on calcium absorption and subjects it to a detailed experi- 
mental analysis (5-7). The points oi particular interest were 
(a) the effect of acidity on the absorption of calcium, (6) the effect 
of concentration on the absoiption of calcium, (c) the mecha nism 
of the control of intestinal reaction, and (d) the basis of calcium 
chloride acidosis. It appears that acidity alone does not increase 
calcimn absorption. Other things being equal, more calcium is 
absorbed from concentrated than dilute solutions. The pH of 
alkaline solutions is quickly lowered below the initial point, partly 
by an influx of carbon dioxide. The rapidity of the adjustment of 
acid values depends upon the bufi'er strength of the solution in- 
volved. "Water and salts pass in either direction through the 
intestinal wall to alter the osmotic pressure of the intestinal con- 
tents (3, 4, 9). 


Methods 

All experiments have been performed on dogs with Thiry-VeUa 
fistulae. All of the intestinal loops were motile and apparently 
well nourished throughout the course of the work, and no change 
in absorptive activity was apparent. To all appearances the 
sections of the intestine had a normal blood and nerve supply and 

* Aided by a grant to the Vanderbilt University School of Medicine 
from the Division of Medical Sciences of the Rockefeller Foundation. 
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■were in an environment normal except for the absence of frequent 
passages of the products of digested food and secretions from the 
intestine above them. 

The procedure finally adopted after many variations had been 
tried was as follows; After preparation, the loop of the gut was 
washed out daily Avith normal saline solution for about 2 weeks or 
until healing was complete. During an experiment the animal was 
confined on its back in a V-shaped animal stand. A perforated 
leather belt, passed about the body, held in place in the openings 
of the fistula 1-holed tapered stoppers through which passed 
catheters by which fluid entered and left the loop. This device 
effectually sealed the openings of the fistula and prevented loss 
of fluid by leakage. The catheters were joined in a closed circuit 
to a du Noiiy pump, a condom, and a series of glass sampling 
tubes each having a volume of 12 cc. Thus, fluid could be cir- 
culated through the loop without changing its pressure. The 
condom served as a reservoir which, lying flat on a table, permitted 
change in volume of the fluid without significant change in the 
hydrostatic pressure of the system. The sampling tubes could 
be removed from the circuit and the volume of the solution altered, 
by absorption or secretion, without affecting the hydrostatic 
pressure in the loop, the latter being reduced to a minimum since 
the whole system rested in a horizontal plane on a table held at 
the level of the loop. 

The results herewith reported were secured with four dogs, two 
having fistulae in the jejumun and two in the lower ileum. 

Solutions of a single salt, either calcium chloride or calcium 
lactate, were circulated through the loop. For one series of 
experiments alkaline solutions adjusted to a pH of 7.0 to 7.5 
with calcium hydroxide were used. For another series, acid 
solutions were used whose reactions were adjusted to pH 4.1 to 
5.5 by means of the appropriate acid, either hydrochloric or 
lactic. In each of the series there were three concentrations, one 
hypotonic, in which the freezing point .varied from —0.237° to 
—0.488°, and another hypertonic, with a freezing point of 0.680- 
0.790° below 0; the third, the isotonic solution, was adjusted pre- 
sumably as nearly as possible to freeze at —0.571°, but actually 
the freezing points varied from 0.520-0.580° below 0. The cal- 
cium content of the solution varied from 99 to 178 milliequivalents 
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per liter for the hypotonic, 175 to 224 for the isotonic, and 310 to 
499 for the hj-pertonic solutions. Each experiment continued for 
3 hours. 

pH v.-as measured by the colorimetric method, the quinhydrone 
electrode, or the glass electrode, whichever was more convenient. 
Calcium was determined by precipitation as the oxalate and titra- 
tion with permanganate and the amount of lactate by the method 
of Friedemann and Kendall (2). Total base was determined by' 
the benzidine sulfate method and chloride by A'an Sly'ke’s modifi- 
cation of Volhard’s method (8). 

Results 

Changes in Water Content — ^The changes in water contents and 
the freezing point depressions in experiments with tm'o dogs are 
illustrated in Table I. In each instance two determinations are 
given to indicate the range in values obtained. The figures repre- 
sent the actual volume of solution introduced into the loops, the 
volume rema inin g at the end of the experiment, and the difference 
calculated in cc. per liter of the original solution. 

In general, hypotonic solutions lost water and hy^pertonic solu- 
tions gained water. Marked changes in water content of isotonic 
solutions were associated with concomitant changes in salt content, 
as is illustrated by the figures in Table II. These figures are taken 
from two experiments selected because the changes in freezing 
point depression are identical although the variations in salt and 
water content are pronounced. 

Changes in Cation and Anion Concentrations 

The observed changes in concentration were due, of course, to 
two factors, gain or loss of (1) water and of (2) solutes. The 
results have been analyzed from this standpoint, as illustrated by 
Table III. Similar calculations gave the corresponding values 
for the other constituents. Because carbon dioxide and cation 
other than calcium were present in the original solution only in 
small amounts, if at all, the changes in those ingredients due to 
dilution were usually nil. Absorption of water from the gut 
would, of course, result in an increase in concentration of solutes, 
giving the appearance of their secretion or diffusion into the loop. 

In Chart I are shown the averages of approximately 70 experi- 
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ments on four dogs ■ndth calcium chloride solutions and 50 experi- 
ments on three dogs with calcium lactate solutions. There were 


Table II 

Changes in Composition of Two Isotonic Solutions of CaCh during 3 Hours 

in Loop 



Concentration 

Difference 


Initial 

Final 

Found 

Calcu- 

late* 

Calcu- 

latedt 

Dogl 

Volume, cc. 

1000 

1005 

5 



Freezing point depres- 

-0.520 

-0.510 

+0.010 



sion, °C. 

Total cation other than 

6.3 

18.9 

+12.6 

-0.1 i 

+12.7 

Ca, m.eq. per 1. 

Ca, m.eq. per 1. 

235.3 

214.0 

-21.3 

iB 

-20.1 

Sum, " " " 

241.6 

232.9 

-8.7 

Ei 

-7.4 

Cl, » « « 

211.0 

209.8 

-1.2 

-1.1 

-0.1 

COs, " “ “ 

1.4 

5.5 

+4.1 

0.0 

+4.1 

Sum, “ “ » 

212.4 

215.3 

+2.9 

-1.1 

+4.0 


Dog 2 


Volume, cc. 

Freezing point depres- 

1000 

-0.580 

1367 

-0.570 

367 

+0.010 



sion, °C. 






Total cation other than 

13.0 

57.6 

+44.6 

-3.5 

+48.1 

Ca, m.eg. per 1. 






Ca, m.eq. per 1. 

265.3 

179.0 

-86.3 

-71.2 

-15.1 

Sum, “ “ “ 

278.3 

236.6 

-41.7 

-74.7 

+33.0 

Cl, “ » " 

243.0 

193.0 

-45.0 

—65.4 

+25.4 

CO,, “ “ » 

0.6 

21.7 

+21.1 

-0.2 

+21.3 

Sum, “ » “ 

243.6 

219.7 

-23.9 

—65.6 

+46.7 


*■ Changes in original concentration with increase in volume due to 
water only. 

t Changes in original concentration due to gain or loss of solute. 


variations of considerable magnitude among the individual deter- 
minations but the averages as shown indicate clearly the qualita- 
tive trend in the results. 
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In the calcium chloride solutions the consistent and outstanding 
changes were (1) the absorption of calcium (usually in quantities 
which were greater, the greater the concentration or the acidity of 
the original solution), (2) the secretion of cation other than calcium 
in amounts approximately equal to or greater than the calcium 
absorbed, (3) the secretion of bicarbonate in quantities less than 
the cation, and (4) secretion or absorption of chloride (depending 
roughly on the concentration of the original solutions) in amounts 
usually insignificant in magnitude but always smaller than the 
amounts of calcium involved. From the standpoint of the 


Table III 

Changes in Cation and Anion Concentrations 



cc. 

CC. 

Volume of solution introduced into system 


182.0 

“ “ “ in system at end of experiment. . . 

143.0 


Removed in samples 

60.0 


Total final volume 


203.0 

Change 


-f21.0 

m.eg. per 1 . 


m.c<j. per 1. 

Calcium content of original solution 

313.0 


Calculated final concentration if gain in fluid is due to 
HjO 

281.0 


Difference due to dilution 


-32.0 

Actual observed final concentration 

297.8 


“ “ change 


-15.2 

Difference due to gain of solute 


-M6.8 


acidosis-producing tendency of calcium chloride solutions these 
observations are important because they show that a preferential 
absorption of chloride ion does not occur and that an actual loss 
of cation does take place by secretion into the intestine and its 
replacement by calcium which may be promptly excreted in the 
urine. The mechanism of calcium chloride acidosis thus appears 
to be a driving out of other cations by calcium. For this ex- 
planation to be valid one must assume, of course, that the cation 
secreted into the intestine is excreted before it can be reabsorbed. 

In the case of calcium lactate both calcium and lactate are 
absorbed, roughly in the order of the concentration of the original 
solutions. Whereas more calcium than chloride was withdrawn 
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from the calcium chloride solutions, the opposite was apparent 
with the lactate solutions from which quantities of lactate greater 
than or at least equal to those of calcium were wathdrawm. Cations 
other than calcium, clJoride, and bicarbonate were all secreted 
into the intestine and in the case of the cation and chloride, in 
approximately constant and equivalent amounts irrespective of the 



Chart I. Cation-anion changes in calcium chloride and calcium lactate 
solutions during 3 hours retention in loops. 

concentrations and reactions of the solutions (1). Approximately 
equal quantities of bicarbonate were found in the three alkaline 
solutions, while almost none accumulated in the acid solutions 
whose reactions did not rise above about pH 5.3. The net effect 
of all these changes on the acid-base balance of the body would be 
small, since the absorbed calcium and lactate would be rapidly 
removed by excretion in the urine and combustion respectively, 
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while the loss of cation other than calcium into the intestine is 
about balanced by the loss of chloride. 

Changes in Hydrogen Jon Concentration {Table IV ) — It has 
previously been found that approximately isotonic solutions of 
calcixun and sodium chlorides attain in a short time a fairly 
definite, constant reaction which is characteristic for different 
portions of the intestine (5). One Avould anticipate from that 
work that the contents of the sections of the gut used in the present 
studies would attain final reactions of about pH 6.8 and pH 7.2. 
Actually the mean values for all solutions except the acid lactates 
were pH 6.88 and 7.02 for the jejunum and ileum respectively, a 
difference which is statistically significant. The acid lactates were 
omitted because they apparently never reached a constant maxi- 


Tablb IV 

Average Values for pH Changes in S Hours 


Typo of solution 

Acid 

Alkaline 

Chloride 

lActate 

Chloride 

Lactate 

Initial 

Final 



Initial 

Mini* 

mum 

Final 

Initial 

Mini- 

mum 

Final 

Hypertonic 

4.4 

7.0 

4.3 

4.5 

7.4 

6.5 

6.8 

7.2 

6.9 

m 

Isotonic 

4.3 

6.9 

4.6 

5.1 

7.4 

6.6 

6.8 

7.2 

6.8 


Hypotonic 

4.3 

6.9 

4.5 

5.3 

7.5 

6.5 

6.9 

7.1 

6.7 



mum. Their original reaction of pH 4.5 to 5.0 changed but little, 
presumably because these solutions were not far from the point of 
their maximum buffer capacity. 

All alkaline solutions showed the remarkable phenomenon of a 
prompt decrease in pH to values in the acid range. In the case of 
the chloride this drop was considerable, going below pH 6.0 in 
some cases. This was folloAved by a slow return to higher figures, 
which, in the case of the lactates were frequently above the initial 
ones. As far as we know, this has never been observed before. 

The initial step in the neutralization of alkali in the lactate solu- 
tions was an influx of carbon dioxide. This phenomenon was not 
apparent in the chloride solutions. Since in both types of solution 
there was a rapid decrease in pH, some other factors must be 
operative. At least a plausible explanation may be found in the 
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assiunption that something in the gut, perhaps the secretion from 
the intestinal walls, reacts wth calcium to precipitate or neu- 
tralize it. The subsequent slow adjustment that takes place is 
then brought about by the other agencies which produce similar 
pictures in acid solutions. 

The fact that the intestinal contents tend to attain definite 
reactions which are characteristic for different levels of the intes- 
tinal tract is in itself proof that the intestinal contents do not 
reach the reaction of the blood, the approximate range of the 
reaction of the intestinal contents being from pH 6,5 to 8.0. 

As has been pointed out before (7) the acidity of the intestinal 
contents is not the dominant factor in calcium absorption. With 
calcimn chloride solutions more calcium was absorbed from the 
acid than from the alkaline solutions but the opposite was true 
for the lactates. This occurred in spite of the fact that the pH 
of the acid chlorides rose rapidly to approximate neutrality, while 
the lactates remained at about pH 5.0. 

SUMMABT 

Experiments are described in which solutions of calcium chloride 
and calcium lactate of known compositions were circxilated for 3 
hours through Thiry-Vella fistulae in dogs. They were analyzed 
at the end of the period. The changes in composition indicate the 
following conclusions. 

Water and salts passed back and forth in either direction 
through the intestinal wall to bring the intestinal contents into 
approximate osmotic equilibrium with blood. 

Concentrated, acid solutions of calcium chloride yielded the 
most calcium to the body. Acidity did not increase the absorp- 
tion of calcium from lactate solutions, but the amoimt absorbed 
did increase with their concentration. Thus, the particular salt 
of calcimn involved, as well as the acidity of the solution, is of 
importance in determining the amount of calcimn absorbed. 

Alkaline solutions quickly became acid. In lactate solutions 
this was accompanied in part at least by an inflow of carbon diox- 
ide but some other mechanism was also involved. They were 
ultimately brought to the normal reaction of the section of the gut 
in which they were placed. The reaction of acid lactate solutions 
of pH 4 to 5 was only slightly altered during 3 hours. 
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The acidosis of calcium chloride is not due to the selective ab- 
sorption of chloride ion from the intestine but is apparently caused 
by a displacement of other cation by calcium whose subsequent 
excretion produces a deficit in total cation. 

We are indebted to the Department of Surgery of Vanderbilt 
University School of Medicine for the preparation of the intestinal 
loops. 
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SOME OF THE OXIDATION-REDUCTION PROPERTIES 

OF THE CHORIONIC GONADOTROPIC HORMONE 

Bt DONALD E. BOWMAN 

{From the Department of Biochemistry, School of Medicine, Western Reserve 
University, Cleveland) 

(Received for publication, August 21, 1940) 

Gurin, Bachman, and Wilson (1-3) have recently made im- 
portant contributions to our knowledge of the chemical nature of 
the gonadotropic hormone of pregnancy urine. They have given 
a method for the preparation of the hormone in a highly purified 
form and have described many of its outstanding chemical and 
physical properties. We have been especially interested in the 
reference of these authors to the unexplained, continuous, and 
apparently spontaneous inactivation of their highly purified 
material which takes place, particularly in aqueous solution, 
without detectable loss or rupture of certain portions of the 
molecule (3). 

Earlier communications (4-6) have called attention to our ob- 
serv'ations relative to the oxidation and inactivation of a reducing 
factor of pregnancy urine which appears to be the chorionic 
gonadotropic hormone. Some of our more recent findings appear 
to shed light upon the observations of the above authors. The 
spontaneous oxidation of this reducing factor proceeds at a very 
slow rate but is more rapid in aqueous solution than in urine, 
where other stronger reducing agents tend to protect it. If 
activating agents are added and moderate heat is applied, the 
actmty becomes of sufficient magnitude to bring about the re- 
duction of dilute solutions of iodine or other oxidants. The object 
of this paper is to describe some of the rather imusual character- 
istics of this oxidation-reduction system. 

EXPERIMENTAL 

Preparation of Reducing Material — ^The experiments described 
in this report were imdertaken some time ago and consequently 
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the procedure employed to separate the gonadotropic factor from 
pregnancy urine differs somewhat from that pi-esented by Gurin, 
Bachman, and Wilson (2, 3) ; that is, Katzman and Doisy’s method 
(7) was used with subsequent reprecipitation with acetone. 
Chilled protein-free urine of pregnant women was adjusted to 
pH 7.4 and the resulting precipitate was centrifuged and discarded. 
In this manner an appreciable amount of inert material was 
avoided at the outset. The urine was then acidified to pH 5 with 
glacial acetic acid and with vigorous stirring 75 cc. of acetone 
saturated with benzoic acid were added for each liter of urine. 
After the precipitate was centrifuged, it was washed three times 
with cold water saturated with benzoic acid and then with cold 
acetone to remove the benzoic acid. The acetone-insoluble frac- 
tion of the precipitate was repeatedly extracted with water at 
pH 7.4 and an equal volume of acetone was then added to the 
combined aqueous extract. The precipitate which formed at this 
point was centrifuged and discarded. After the pH of the acetone 
residue was adjusted to 5.0, the acetone concentration was increased 
to 70 per cent. The resulting insoluble fraction was centrifuged 
and again repeatedly extracted w'ith water at pH 7.4. The frac- 
tional precipitation with 50 and 70 per cent acetone, detailed 
above, was carried out three times and the final precipitate was 
dried in a desiccator at 4°. The material so prepared assayed 
between 600 and 800 rat units per mg. 

Potentiometric Studies — In addition to a marked gonadotropic 
effect, the material separated from pregnancy urine in the above 
manner invariably possessed characteristic reducing properties. 
In order to aid in identifying the reducing factor and to study some 
of its fundamental oxidation-reduction properties, it was titrated 
potentiometrically with iodine and potassium ferricyanide as 
oxidants. 

In our earlier work potentiometric measurements were employed 
as a means of evaluating the efficiency of various methods of 
separating the pregnancy reducing factor from other urinary re- 
ducing substances (5). While these earlier studies aided in de- 
veloping methods of separation, it became evident that the first 
titration curves were somewhat displaced from their correct posi- 
tion on the oxidation-reduction scale. This was apparently caused 
by a reaction at the platinum electrode in the presence of hy- 
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drogen. T^Tien the platinum electrodes were plated with gold, 
more correct potentials were obser^’^ed. 

The electrometric titrations were carried out in the usual 
manner. The solution to be titrated was placed in a conventional 
tjT)e of titration chamber to which the oxygen-free oxidant was 
introduced from a small sealed-in burette. In the work reported 
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Fig. 1. Electrode potentials. • represents the pregnancy reducing 
factor; O international standard gonadotropin; X the calculated values 
for an oxidation-reduction system which depends upon a single electron 
reaction. 

here duplicate gold-plated platinum electrodes were employed 
and purified nitrogen was used to replace air in the apparatus. 
Before a titration was started, the entire sealed apparatus was 
repeatedly evacuated and flushed with nitrogen, with the solutions 
in place. The titration vessel was immersed in a water bath which 
was maintained at 38°. It was customary to titrate 5 mg. of the 
gonadotropic preparation dissolved in 10 cc. of m/15 Sorensen’s 
phosphate buffer ha^’ing a pH of 5.9. 
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The relation of electrode potential, Eh, to per cent oxidation 
is given in Fig. 1, which shows the potentials observed in the titra- 
tion of the pregnancy reducing factor prepared as described above, 
the values observed in the titration of gonadotropin (international 
standard), and the calculated values for an oxidation-reduction 
system which depends upon a single electron reaction and which 
has an Eo value equivalent to that represented by the mid-point 
in the titration curves. It appears that the same reducing agent 
is present in the two preparations and that the Eo is -t-0.354; volt 
at 38°. In view of these findings and the constant association of 
this potential reducing property with preparations of the chorionic 


Table I 

Relation between Reaction Rate and Buffer Salt Concentration 


Buffer Balt* added to S mg. 
of preparation 

Time required to decolorize 5 cc. 0.0005 N iodine at 38° 

mg. 


0 

18 hrs. 

4.6 

340 min. 

9.3 

120 “ 

18.6 

8.5 “ 

27.9 

5.0 “ 

37.3 

4.25 “ 

46.4 

4.0 " 

92.9 

4.0 ” 

139.3 

4.0 “ 


* Prepared in a ratio of 9 moles of KH 2 PO 1 to 1 mole of Na 2 HPO< (pH 5.9). 


gonadotropic hormone, and also since the urinary concentration 
of this factor has an unvarying relationship to pregnancy, it 
seems safe to conclude that the hormone itself or some substance 
always associated with it possesses reducing power. This is in 
agreement with Gurin, Bachman, and Wilson’s indication (2) 
that their highly purified material slowly reduces ammoniacal 
silver nitrate in the cold. 

Oxidation of Reducing Factor and Its Restoration — ^While many 
of the characteristics of this oxidation-reduction system are quite 
unusual, this fact in itself aids in differentiating the system from 
other reducing materials of biological origin. In aqueous solution 
it undergoes slow spontaneous oxidation. This oxidation can be 
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prevented bj-- the addition of certain reductants. On the other 
hand, the oxidation is not greatly accelerated by the addition of 
strong oxidants unless the temperature is increased and phosphate 
buffer is present. The striking influence of the latter two factors 
will become apparent from an inspection of Tables I and II in 
which illustrative data are presented. The iodine titrations were 
made in the presence of 0.2 cc. of 2 per cent soluble starch (Merck) 
prepared according to Lintner. The reducing factor, buffer, and 
starch were adjusted to uniform volumes and heated to the desig- 
nated temperature before the iodine, which was warmed to the 
same temperature, was added. From Table I it will be seen that 
■with 5 mg. of the material in the absence of Sprensen’s phosphate 
buffer 18 hours were required to reduce 5 cc. of 0.0005 n iodine 

Table II 


Relation of Temperature to Rate of Reaction 


Temperature 

1 Time required for 5 me. of preparation to 
reduce 5 cc. 0.0005 n iodine* 

•c. 

min. 

20 

225 

30 

30 

40 

4 

50 

0.5 


* In the presence of 50 mg. of Sprensen’s phosphate buffer salt (pH 5.9). 


at 38°. On the other hand, in the presence of phosphate buffer 
(pH 5.9) the reduction time was markedly reduced. It will be 
noted further that there is a limit above which further increase 
in phosphate has no added accelerating effect. The influence is 
presumably due to the phosphate ion, since -with the substitution 
of sodium chloride or potassium chloride for the buffer (at the 
same pH, 5.9) no change in the reduction time was evident. From 
the data presented in Table II, it will be obser\''ed that in the 
presence of an optimum concentration of phosphate buffer the 
oxidation-reduction reaction is markedly accelerated by moderate 
increases in temperature. 

Since a time factor is involved in the reaction and because the - 
presence or absence of phosphate has such a marked effect upon 
the oxidation-reduction reaction, consideration was given to the 
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possible influence of other chemical agents employed in the titra- 
tion. Potassium iodide is used to keep the iodine in solution. It 
was somewhat surprising to find that this salt retards the reaction 
rate. That this is true will become evident from an inspection 
of illustrative data given in Table III. Another surprising finding 
has been the effect of the soluble starch employed as an indicator. 
In the presence of starch the oxidation-reduction reaction is 
altered; and starch from several sources was found to behave 
differently. Thus, at equal concentrations, Kahlbaum soluble 
starch increases the rate of reduction about 3-fold over that ob- 
served with starch prepared according to Lintner, although neither 


Table III 

Retarding Action of Potassium Iodide 


1 

KT added to 5 mg- of preparation* 

Time required to reduce 5 co. 0.0005 N iodine 
at 38° 

Wff. ; 

rntn. 

0 

4 

0.14 

5 

0.28 

8 

0.56 

12 

1.12 

24 

1.68 

24 

2.0 

24 


* In the presence of 50 mg. of Sffrensen’s phosphate buffer salt (pH 5.9). 


starch has any significant direct action upon the iodine. Just 
why such a difference exists is not entirely clear. 

Although a more desirable preparation of soluble starch may be 
forthcoming, starch prepared according to Lintner is recom- 
mended, because it appears to be uniform and is readily accessible. 
In order to maintain a suitable and a uniform iodine solution wliich 
contains very little excess iodide the 0.0005 n iodine can be con- 
veniently prepared by combining the following in order: 1 cc. 
of a stock potassium iodate solution (3.567 gm. of KIOs per liter 
of stock solution), 1 cc. of a stock potassium iodide solution (13.835 
gm. of KI per liter of stock solution), 15 cc. of water, 0.5 cc. ofl N 
sulfuric acid, and, after thorough mixing, sufficient water is added 
to provide a total volume of 200 cc. 
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The hormone tends to become biologically inactive when al- 
lowed to imdergo spontaneous oxidation or following oxidation by 
means of strong oxidants; and the decline in biological activity 
parallels the decreased ability to reduce iodine imder standardized 
conditions. A finding which appears to be of considerable interest 
and of practical importance is that the biological activity can be 
restored by treatment vdth certain strong reductants. That this 
is the case becomes evident from the results of the following il- 
lustrative experiments. The reducing factor was separated as 
described above. An aliquot of an aqueous solution assaying 12 
rat units per cc. was heated, in the presence of phosphate buffer 
salt (pH 5.9), in a boiling water bath for 30 minutes. A relatively 
large surface was exposed to the air. After the solution was restored 
to its original volume, one-half was retained as a control and 
sufficient quinol was added to the other half to bring the con- 
centration to 1 per cent. 

10 per cent sodium hydroxide was added to the fraction con- 
taining quinol to bring the pH to approximately 8.5. After the 
material had stood for 30 minutes, the hormone was precipitated 
■with 10 volumes of acetone at pH 5 and the precipitate was re- 
peatedly washed with acetone. The dried material was dis- 
solved in water and diluted to its original volume. 

The heated control assayed more than 4 and less than 6 rat 
units per cc., while the “restored” fraction gave a slightly stronger 
reaction than the original unheated control when injected in 
equal amounts. 

The reducing activity of the heated material as determined by 
iodine titration was a little less than one-half that of the original 
preparation, while the “restored” fraction was about 20 per cent 
stronger than the original preparation. 

In another characteristic experiment the biological actmty of 
the gonadotropic substance obtained from boiled pregnancy urine 
was increased more than 4-fold by reduction -with quinol. Thus, 
500 cc. of pregnancy urine were boiled for 1§ hours in an open 
beaker. The original volume was restored and the gonadotropic 
factor obtained as described above. Part of the material so 
obtained was reduced -with quinol and reprecipitated as described 
before. The material present in the non-reduced fraction was 
found to assay more than 125 and less than 250 rat units per liter 
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of the original urine, while the reduced fraction contained more 
than 1000 and less than 2000 rat units per liter of urine. The 
increase in reducing power as determined by iodine titration was 
similar in magnitude to the increase in biological activity. 

That non-pregnancy specimens are relatively free of the reducing 
factor which is characteristic of pregnancy urine has been observed 
repeatedly. The protein-free specimens from a large group of 
normal adult males and young non-pregnant female subjects were 
compared with similar specimens from a comparable group of 
women in early pregnancy. The gonadotropic substance was 
extracted from the urine and then brought to its maximum reducing 


Table IV 

Relative Strength of Pregnancy and Non-Pregnancy Extracts 


Specimen No. 

Sp. gr. 

Time required to reduce 6 cc, 0.0005 N 
iodine at 38° * 

113-A. Non-pregnancy 


More than 4 hrs. 

113-B. 


tt it ^ (( 

113-0. 

WBaiM 

it It ^ It 

113-D. 

1.025 

tt tt ^ tt 

114- A. Pregnancy 

1.028 

8 min. 

114-B. “ 

1.025 

8.5 “ 

114-C. “ 

1.019 

10 “ 

114-D. 

1.030 

12 " 


* In the presence of 1 cc. of 0.2 per cent soluble starch prepared according 
to Lintner. 


power by treatment with quinol according to the procedures de- 
scribed above. The relative reducing capacity of each preparation 
was estimated by determining the time required for 5 cc. of 0.0005 
N iodine to be reduced by the amount of material obtained from 
50 cc. of urine. Typical results are given in Table IV. 

DISCUSSION 

The results of the potentiometric measurements and the con- 
stant association of a reducing property with chorionic gonado- 
tropic preparations obtained from pregnancy urine or placental 
extracts strongly suggest that the reducing power can be attributed 
to the hormone itself.^ The Eg of this oxidation-reduction system 

* Since this paper was prepared for publication, an opportunity has been 
afforded to study one of Gurin, Bachman, and Wilson’s preparations 
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as well as the indication that the reaction depends upon a single 
electron exchange leads to the belief that the oxidation-reduction 
activity may be due to a bound metal ion or a derivative of 
tyrosine. Work now in progress points quite definitely to the 
hydroxyl group of a moderately labile derivative of tyrosine as 
the group which undergoes oxidation. If this is the case, it would 
appear to he in accord with the findings of Li, Simpson, and Evans 
(8) who have pointed out that the potency of human chorionic 
gonadotropin decreases as the phenolic hydroxyls of the tyrosine 
of the protein molecule are acetylated. It does not appear that 
the reducing action referred to here can be attributed to a car- 
bohydrate group. 

An accormt of further work in which the reducing capacity of the 
hormone was used as the basis of the chemical diagnosis of preg- 
nancy will appear in a later paper. 

StrUMAKT 

Studies of the oxidation-reduction characteristics of the chorionic 
gonadotropic hormone prepared by the benzoic acid method of 
Katzman and Doisy with subsequent reprecipitation with acetone 
have been made and may be summarized as follows: 

1. Potentiometric studies upon the material so obtained and 
upon gonadotropin (international standard) lead to the con- 
clusion that the oxidation-reduction properties can be attributed 
to the hormone itself. The Eo of the system (at pH 5.9 and 38°) 
is -{-0.354 volt and the potential curve indicates 1 electron 
exchange. 

2. The preparation undergoes slow spontaneous oxidation 
which can be inhibited by the addition of reductants and which 
is not accelerated appreciably by the addition of strong oxidants 
unless phosphate ion is present and moderate heat is applied. 

3. The biological activity which has been decreased by oxidative 
changes can be restored by treatment with strong reductants. 


through the kindness of Dr. D. Wright Wilson. This preliminary study 
indicates that the reducing property attributed to the preparation b 3 ' these 
authors (2) is the same as that referred to in the present paper. The re- 
versibility of the oxidation and the conditions under which it is accelerated 
appear to bear this out. 
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The author wishes again to thank Dr. Henry Borsook of the 
California Institute of Technology for much valuable advice in 
relation to the electrometric studies, and also for facilities which 
were kindly made available for this phase of the work during the 
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In pre\nous studies from this laboratory it ■v\’as shown that 
phospholipid activity of the brain (as judged by the rate of de- 
position of labeled phospholipid after the administration of radio- 
active phosphorus) varies Avith the age of the growing rat (1, 2). 
The highest phospholipid actmtj' was found in the new bom rat. 
From birth until the time the rat attains a weight of 50 gm. a 
decline in phospholipid activity occurs in the entire central neiw- 
ous system. As growth proceeds beyond 50 gm., phospholipid 
activity decreases, but at a much slower rate than that observed 
between birth and 50 gm. Moreover, a dissimilarity was found 
in the actmties of forebrain, cerebellum, medulla, and cord. Thus 
in the young rat the order of actmty was cord, medulla, cere- 
bellum, and forebrain, the cord being about twice as active as the 
forebrain. By the time the rat attains a weight of 200 gm. the 
activities in the various dmsions of the central nervmus system 
are about the same. 

It seemed desirable at this time to determine the actual deposi- 
tion of total phospholipid, cholesterol, and fatty acids in the central 
nervous sj'stem of the growing rat. Although Koch and Koch (3) 
have recorded the lipid differentiation for the whole brain of the 
rat, the deposition of lipids in its various parts, namely cord, me- 
dulla, cerebellum, and forebrain, has not been previously investi- 
gated. 

‘Aided by grants from Child Neurology Research (Friedsam Founda- 
tion) and from the Research Board of the University of California. As- 
sistance was also furnished by the Works Progress Administration (OfEcial 
Project No. 65-1-08-62, Unit A6). 
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EXPERIMENTAL 

The data recorded here were obtained from over 375 rats. 
Animals of the following weights were chosen for study: 5 gm. 
(new born), 15 gm. (1 week), 25 gm. (2 weeks), 30 gm., 50 gm., 
100 gm., 200 gm., and 300 gm. Within each group the weights 
of the animals varied by not more than 5 per cent except in the 
case of the new-born and of rats weighing 300 gm., in which cases 
variations of 10 per cent were permitted. 

The first three age groups were suckling at the time they were 
sacrificed for analj'^ses. All others were maintained on the stan- 
dardized stock diet. 

Divisions of Brain — The manner in which the animals were 
sacrificed and the brains removed has been recorded elsewhere. 
The same divisions as those previously chosen for study with 
radioactive phosphorus were employed here; namely, forebrain, 
medulla, cerebellum, and spinal cord. Pools of these brain divi- 
sions were obtained from five to twenty animals; most of the pools 
from six rats. In the case of the rats weighing 5 and 15 gm., it 
was necessary to use several litters to obtain sufficient material 
for analysis. Each of the values recorded in Figs. 1 to 3 repre- 
sents the average of six or more separate analyses, the results of 
which were in close agreement. 

Extraction of Lipids — The tissue was extracted for 1 hour with 
95 per cent alcohol at 55-60°. The alcohol \vas then decanted and 
the residue ground with clean sand. The ground residue was then 
subjected to two further extractions -with 95 per cent alcohol, 
each for 2 hours. The material was then transferred to a Soxhlet 
apparatus and extracted first with ethyl ether for 6 to 8 hours 
and then with petroleum ether for 6 to 8 hours. The alcohol, 
ethyl ether, and petroleum ether extracts were combined and con- 
centrated in vacuo at 55° to a volume of approximate!}'’ 5 cc. in 
the presence of CO 2 . This concentrate was extracted three times 
in separatory funnels with 30 cc. portions of petroleum ether and 
made up to a total volume of 100 cc. 

Total fatty acids, phospholipids, and total cholesterol were 
determined in petroleum ether extracts. The oxidative procedures 
employed for the determination of these lipid constituents have 
been described elsewhere (4). Free cholesterol was measured on 
an acetone extract in which phospholipid had been completely pre- 
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cipitated. The details of this modification -nTl] be described else- 
where. 

Restills 

Total Fatty .dczds— The highest fatty acid content in the new 
born rat (5 gm.) was found in the cord and the lowest in the fore- 
brain (Fig. 1). The former contained 2 per cent fatty acids, the 
latter 1 per cent. Ver}’- little increase in this lipid constituent 
occurred in the brain at the next stage examined; namel}'’, rats 
weighing 15 gm. Maximum deposition of total fatty acids was 



Fig. 1. The deposition of total fatty acids in the brain of the rat. ® 
cord, ® medula, O cerebellum, • forebrain. In the 5 gm. rat (new bom) 
the cerebellum and medulla were combined for analysis and contained 
1.51 per cent fatty acids (average). 

found between the intervals represented by rat weights of 15 
(1 week old) and 30 gm. The total fatt}^ acid content of the cord 
in the rat weighing 25 gm. (2 weeks) was twice that of the 5 gm. 
or new born rat; in the 50 gm. rat the content in the cord is double 
that in the 25 gm. animal. The brain continued to accumulate 
fatty acids until the animal attained a weight of 100 gm. Little, 
if anj', change occurs thereafter in the percentage of this lipid con- 
stituent in any of the divisions of the central nen^ous system 
examined. 

In the young as well as the adult rat, the fatty acids were not 
foimd uniformly distributed in the various parts of the central 
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nervous system. A characteristic order was maintained through- 
out: the cord contained the highest amount of fatty acids, the 
medulla the next highest, the lowest amount being in the cere- 
bellum and forebrain. In the 200 gm. rat these differences are 
quite marked: the cord contained 10.7 per cent fatty acids, the 
medulla 8.6, the cerebellum 4.5, and the forebrain 4.0 per cent. 
These differences in absolute amount are less striking in rats 
weighing 5 to 30 gm., although in the new born rat the cord con- 
tained twice as much fatty acid as the medulla. 



Fig. 2. The deposition of phospholipid in the brain of the rat. ® cordi 
® medulla, O cerebellum, O forebrain. In the 5 gm. rat (new born) the 
cerebellum and medulla were combined for analysis and contained 1.76 
per cent phospholipid (average). 

Phospholipid — The rate of deposition of phospholipid in all 
parts of the brain follows closely that of fatty acids (Fig. 2). 
Little increase occurred between 5 and 15 gm., while the most 
rapid deposition occurred between 15 and 30 gm. The phospho- 
lipid content in the spinal cord of the 50 gm. rat is ttvice that of 
the 25 gm. rat and 4 times that of the 5 gm. rat. The process of 
accumulation leveled off after a rat weight of 50 gm. had been 
attained. 

Marked differences in the phospholipid content of the various 
brain divisions were found throughout all age groups studied. 
Thus in the oldest animal studied the cord contained 10 per cent, 
the medulla 8.0, the forebrain 4.5, and the cerebellum 4.5. In 
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the 50 gm. rats, cord, medulla, cerebellum, and forebrain contained 
respectivelj’^ 8.3, 6.8, 4.0, and 4.0 per cent. The cord in the 1 week- 
old rat contained about twice as much phospholipid as the cere- 
bellum. 

Cholesterol — Significant amounts of esterified cholesterol were 
not found in the brain, an observation in agreement with previous 
findings (5). The results shown in Fig. 3 therefore represent 
free cholesterol. The characteristics observed for the accumula- 
tion of cholesterol in the brain were quite similar to those observed 



Fig. 3. The deposition of cholesterol in the brain of the rat. ® cord, 
® medulla, O cerebellum, • forebrain. In the 5 gm. rat (new bom) 
the cerebellum and medulla were combined for analysis and contained 
0.51 per cent free cholesterol (average). 

for the other lipid constituents noted above. The most rapid 
deposition occurred between weights of 15 and 50 gm., the rate 
thereafter being greatly diminished. The cholesterol content of 
the spinal cord of the 25 gm. rat is about 2.5 times that of the 5 gm. 
rat, whereas the content of this lipid constituent in the 50 gm. rat 
is double that of the 25 gm. animal. The same order of content 
as found for total fatty acids and phospholipid was observed for 
free cholesterol. In the 300 gm. rat, 4.0, 3.0, 1.5, and 1.5 per cent 
cholesterol were present in the cord, medulla, cerebellum, and 
forebrain respectively. In the 50 gm. rat the parts contained 
3.0, 2.2, 1.2, and 1.3 per cent respectively. In the 2 week-old rat 
(25 gm.) the cord contained twice as much cholesterol as the fore- 
brain or cerebellum. 
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DISCUSSION 

The present study shows that throughout the development of 
the brain after birth the lipid composition of its various parts is 
not uniform. At all times from birth on, the cord contained the 
highest amount of all lipid constituents. The next highest 
amounts were, found in the medulla. Cerebellum and forebrain 
were almost identical in their lipid composition, particularly after 
a rat weight of 30 gm. had been attained, and throughout their 
entire development were markedly lower in their lipid content 
than either cord or medulla. This lack of uniformity observed 


Table I 

Ratio of Phospholipid and of Free Cholesterol to Total Fatty Acids in Brain 


The arbitrary value 100 has been assigned throughout for total fatty 
acids and the other constituents are expressed as percentages thereof. 


Animal 

weight 

Cord 

Medulla 

Cerebellum 

Forebrain 

Phoapho- 

lipid 

Free 

eholes- 

terol 

Phospho- 

lipid 

Free 

choles- 

terol 

Phos- 

pholipid 

Free 

choles- 

terol 

Phos- 

pholipid 

Free 

choles- 

terol 

gm. 

■■ 

1 







5 

WM 

30 





137 

36 

15 


42 

107 

41 

85 

38 

140 

37 

25 

109 

42 

99 

35 

90 

37 

125 

41 

30 

111 

35 

98 

32 

106 

39 

100 

29 

50 

98 

35 

102 

34 

117 

38 

115 

33 

100 

82 

32 

91 

37 

98 

30 

98 

32 

200 

91 

36 

86 

33 

97 

30 

101 

32 

300 

102 

43 

98 

36 

97 

32 

112 

1 


here for the rat brain has been previously recorded for the human 
brain by McArthur and Doisy (6). These workers, however, ob- 
tained a different distribution. The brain stem was only slightly 
higher in lipid content than the forebrain, while the cerebellum 
showed a much lower content than either brain stem or forebrain. 
These differences in the various divisions may be related to the 
relative amounts of white and gray matter, and in this connection 
it is of interest to note that much higher amounts of lipids have 
been repeatedly observed in white than in gray matter. Randall 
(7) has also shown that the white matter from various areas of 
the cerebrum contains lipid similar to that found in the whole 
brain stem, a tissue known to be high in white matter. 
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The order of mj'elination in the brain follows the order of 
phylogenetic differentiation (8, 9). Thus the cord is the first to 
show evidence of myelination, the brain stem next, and the cere- 
bellum and cerebrum last. It is of interest to note that the order 
of content of each of the lipid constituents studied here follows the 
above order of myelination, the highest content occmring in the 
division that mj'elinates first and the lowest in the part in which 
it occurs last. 

Table I depicts the relation of the phospholipid and the choles- 
terol content of the brain to its total fatt}’^ acid content in the vari- 
ous age groups studied. The amount of total fatty acids through- 
out has been assigned the arbitrary value of 100 and the other 
constituents expressed as percentages thereof. The values shown 
in Table I suggest that the pattern by which the various lipid 
constituents are deposited is maintained relatively constant. Thus 
in the spinal cord of the 15 gm. rat the ratios of fatty acid to phos- 
pholipid to free cholesterol are 100:100:42, whereas in the 200 gm. 
rat these ratios are respectively 100:91:36. The medulla showed 
ratios of 100:107:41 in the 15 gm. rat and 100:86:33 in the 200 
gm. rat. In the case of the forebrain, higher ratios were obtained 
for phospholipid in the earlier age groups, but the values for choles- 
terol were similar to those observed in the other brain divisions. 

SUMMARY 

1. The deposition of cholesterol, phospholipid, and total fatty 
acids was studied in various divisions of the central nervous system 
(spinal cord, medulla, cerebellum, and forebrain) of the rat from 
birth till the time it attained a weight of 300 gm. 

2. In each part of the central nervous system, the maximum 
rate of deposition of these lipid constituents occurred during the 
time between birth and the time the rat attains a weight of 50 gm. 

3. Differences in lipid composition in all parts of the central 
nervous system were foimd. Throughout the entire period of 
observation, cord contained the highest amounts of cholesterol, 
phospholipid, and total fatty acids. The medulla was next in 
order. The lipid composition of cerebellum and forebrain at all 
periods studied was almost identical, and their lipid content was 
always lower than in either spinal cord or medulla. 

4. The pattern with respect to the amounts of cholesterol, 
phospholipid, and total fatty acids contained in each division of 
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the central nervous system from birth till full growth is maintained 
relatively constant. 
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THE DETERMINATION OF PYRUVIC ACID IN BLOOD IN 
THE PRESENCE OF ACETOACETIC ACID 

By DANIEL KLEIN 

{From the Metabolic Laboratory, Philadelphia General Hospital, 
Philadelphia) 

(Received for publication, August 30, 1940) 

The colorimetric methods for the determination of pyrutdc acid 
(1-4) are based on the isolation of sodium pyi-uvate 2,4-dinitro- 
phenylhydrazone and the reaction of the latter with strong alkali 
to form a red derivative. The corresponding hj'drazones of ace- 
tone and acetoacetic acid also react in a similar maimer with 
strong alkali (5). Case (1) reported that acetone is not measured 
in the determination of pjTuvate. It has been found, however, 
as already reported by Lu (3), that with high concentrations of 
acetoacetic acid sufficient acetoacetate hj'drazone remains intact 
to interfere with the accuracy of the determination. Thus precise 
measurement of pyru\nc acid concentrations, when ketonemia 
exists, is not possible by present methods. 

The Peters and Thompson modification (2) of the Case method 
(1) has been further modified by the writer (6) to avoid this source 
of error. Subsequently, improvements suggested by the more 
rapid methods of Lu (3) and Bueding and Wortis (4) have been 
incorporated into the procedure. Interference by acetoacetic 
acid is overcome by allowing the ethyl acetate extract to stand 
overnight. Tungstic acid is substituted for trichloroacetic acid 
as the protein precipitant to prevent decomposition of pjruvate 
h3’drazone during the prolonged standing period in ethyl acetate. 
The increased acidity of the ethyl acetate extract when trichloro- 
acetic acid is used causes a marked destruction of p 3 Tiivate 
hydrazone. 

UTiile the specificity of the method for pjTUvate has been 
improved by the modifications introduced, it should be realized 
that the 2,4-dinitrophen}dh3'-drazones of other a-keto acids 
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possibly present in blood may form red compounds with strong 
alkali and will also be determined as pyruvate. The 2,4-dinitro- 
phenylhydrazones of oxaloacetic (5) and a-ketoglutaric acids 
have been found to react in this manner. “Pyruvate” is used 
therefore with the reservation that the substance measured may 
not be homogeneous. 

Reagents — 

27 per cent sodium iodoacetate solution. The pure salt is 
easily prepared from the acid (7) . The solution is equivalent to 25 
per cent iodoacetic acid solution. 

n/ 12 sulfuric acid solution. 

10 per cent sodium tungstate solution. 

0.5 per cent 2,4-dinitrophenylhydrazine in 2 n hydrochloric 
acid. The acid is heated under a reflux condenser, the hydrazine 
is added, and the mixture is shaken until solution is complete. 
After reaching room temperature the solution is filtered. 

Ethyl acetate, reagent quality. 

1 per cent sodium carbonate solution. The anhydrous com- 
pound is used. 

4 N sodium hydroxide solution. To prevent discoloration the 
solution is kept in a glass-stoppered Pyrex bottle. 

Procedure 

The pyruvate in the blood is first stabilized with iodoacetate 
(4). A tungstic acid filtrate is then made by the Folin-Wu- 
Haden procedure (8, 9). 10 cc. of the filtrate are transferred 

to a 60 cc. glass-stoppered Squibb separatory funnel and mixed 
with dinitrophenydhydrazine solution. 0.2 cc. of the latter is 
ample in the absence of ketonemia, 0.5 cc. for amounts up to 100 
mg. per cent, and 1 cc. in the presence of 100 to 200 mg. per cent 
of acetoacetic acid. After 15 minutes, 1 minute extractions of the 
mixture are made with three successive 5 cc. portions of ethyl 
acetate. The combined ethyl acetate fractions are washed once 
Avith 2 cc. of distilled water and are then kept in the separately 
funnel over another 2 cc. of water in the dark for 18 to 24 hours. 
After removal of the Avater the pyi’uvate hj'’drazone is transferred 
from the ethyl acetate to 1 per cent sodium carbonate solution by 
successive extractions Avith 2, 2, and 1 cc. portions. To prevent 
any loss of hydrazone from the stem of the separately funnel, 
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between the first and second shakings the ethyl acetate is washed 
with 0.5 cc. of sodium carbonate solution. All four fractions are 
transferred to a separatory funnel. In order to remove any free 
hydrazine or interfering hydrazones the combined sodium car- 
bonate fractions are now shaken with 1 cc. of ethyl acetate. The 
sodium carbonate e.\'tract is transferred to a 10 cc. glass-stoppered 
cjdinder and the ethjd acetate remaining in the separatory funnel 
is washed with two 0.5 cc. portions of sodium carbonate solution 
which are also added to the contents of the cjdinder. The volume 
of the alkaline extract is now made up to exactly 8 cc. with more 
sodium carbonate. Finally 2 cc. of 4 N sodium hydroxide solution 


Table I 

Recovery of Added Pyruvic Acid from Blood 


PiTUvic ficid 
added 

I 

j PiTuvic acid recovered 

Pyruvic acid 
added 

PjTUvic acid recovered 

mg. j>er iOOec. 

mg. per 100 cc. 

per cent 

mg. per 100 cc. 

mg. per 100 ec. 

percent 

1.03 

0.92 

89.3 

2.06 

1.73 

84.0 

1.03 

0.88 

85.4 

2.06 1 

1.89 

91.7 

1.03 

0.94 

91.3 

4.12 1 

3.61 

87.6 

2.06 

1.87 

90.8 

4.12 

3.89 

94.4 


are added, the contents mixed, and the pyruvate estimation carried 
out in a photoelectric photometer. 

Results 

The recoveries of pjTuvic acid from blood are shown in Table I. 
These results are better than those reported for the modified 
Peters-Thompson procedure (6) and are similar to those obtained 
by Wilkins, Weiss, and Taylor (10) who used the original Peters- 
Thompson method (2). 

Determinations were carried out in the presence of varying 
amounts of acetoacetic acid added to the blood with and without 
the overnight period of standing in ethyl acetate. The aceto- 
acetate was prepared according to the method of Shaffer (11) and 
the concentrations added were determined as bisulfite-binding 
substances (12). Recoveries of the /S-keto acid as pyruvate by 
the two methods are reported in Table II. The blood pyruvic 
acid values in the absence of added acetoacetate revealed only 
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slight differences by the two procedures. When the determina- 
tions were made by the prompt extraction method in the presence 
of added acetoacetic acid, sufficient acetoacetate hydrazone re- 
mained to cause inaccurate pyruvate values, whereas with the 
method as described the interfering hydrazone was removed. 

In these recovery experiments the bloods used were not stabi- 
lized with iodoacetate, but were pooled samples which had stood 
for several hours, Bueding and Wortis (4) have shown that on 
standing at room temperature the pyruvate level of blood decreases 


Table II 

Destruction of Acetoacetic Acid Dinitrophenylhydrazone after Addition of 

Acetoacetic Acid to Blood 


The values are expressed as mg. per 100 cc. 


Acetoacetic 
acid added 

Recovery by prompt extraction method 

Recovery by delayed extraction method 

Ketonio 
acids aa 
pyruvic acid 

Pyruvic 

acid 

Acetoacetic 
acid as 
pyruvic acid 

Ketonio 
acids as 
pyruvic acid 

Pyruvic 

acid 

Acetoacetic 
acidaa _ 
pyruvic acid 

8 

0.64 

0.56 

0.08 

0.53 

0.52 

0.01 

8 

0.79 

0.62 

0.17 

0.51 

0.51 

0.00 

17 

0.82 

0.64 

0.18 

0.64 

0.64 

0.00 

17 

1.00 

0.62 

0.38 

0.51 

0.51 

0.00 

35 

0.99 

0.56 

0.43 

0.55 

0.52 

0.03 

35 

1.40 

0.62 

0.78 

0.51 

0.51 

0.00 

70 

1.42 

0.56 

0.86 

0.68 

0.52 

0.16 

100 

1.14 

0.64 

0.50 

0.82 

0.64 

0.18 

100 

2.63 

0.53* 

2.10 

0.60 

0.53 

0.07 

200 

5.00 

0.53* 

4.47 

0.65 

0.53 

0.12 


* The value which was obtained by the delayed extraction method was 
used. 


in the absence of iodoacetate and increases in its presence. The 
use of iodoacetate was therefore omitted to avoid the possibility 
of interference in the recovery experiments. 

The two procedures were also compared (Table III) with bloods 
containing normal and elevated concentrations of acetoacetic acid. 
The latter was determined by the bisulfite-binding method (12), 
the factor 28.05 being used to express total carbonyl compounds 
as acetoacetic acid in place of the 15.95 used for acetone. The- 
normal range of acetoacetic acid is 1 to 3 mg. per cent. As demon- 
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strated in Table III with normal acetoacetate levels, the two 
procedures yielded similar pyruvate values. When ketonemia 
existed, the modihed method described in this paper gave the lower 
and more correct figures. The difference can be attributed to 
the decomposition of residual acetoacetate hydrazone. The 

Tabix III 


Effect of Aceloacctic Acid on Determination of Pyruvic Add in Blood 
The values are e.vpressed as mg. per 100 cc. 


Patient No. 

Apparent i 
pynivicacid ' 
by prompt 
extraction 
method 

Pyrunc acid 
by dela 5 ed 
extraction 
method 

Bisulhte~bind> 
ing sub<ttance3 
as acetoocetic 
acid 

Normal patients 

1. Overnight fasting .{ 

0.55 

m 

3.0 

2. *■ “ 

0.85 


2.8 

3. “ " 

0.59 


1.8 

4. 140 hrs. fasting 

1.12 

0.83 

16.6 

188 " “ 

1.00 

0.96 

7.4 

1 hr. later after 100 gm. glucose 




orally. . 

1.12 

I.IO 

5.6 


Patients on diets low in thiamine chloride 


4. Overnight fasting. . 


■SB 

2.3 

10. “ " 


■Bl 

3.3 


Diabetic patients 


12. 14 hrs. after admission in acido- 
sis 

2.64 

2.65 ’ 

28.4 

13. 52 hrs. after admission in acido- 
sis 

1.03 

0.68 

18.3 

14. 2 hrs. post prandial, uncon- 
trolled 

1.67 

1.00 

7.1 

15. Acidosis at admission. 

2.20 

1.33 

32.0 


results in Tables II and III also show that there is poor correlation 
between the concentration of blood acetoacetate and the amount 
of acetoacetate hydrazone remaining when the overnight waiting 
period is omitted. By introducing the modifications described 
into the pyruvic acid determination interference by acetoacetic 
acid is avoided. 
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SUMMARY 

Elevated concentrations of acetoacetic acid interfere with the 
determination of blood pyruvic acid. This source of error is 
overcome by using tungstic acid filtrates and allowing the mixture 
of hydrazine and hydrazones in ethyl acetate to stand 18 to 24 
hours. 

The author wishes to express his appreciation to Dr. John G. 
Reinhold for advice and criticism. 
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DIFFERENCES IN CALIBRATION CURVES OF ANDROS- 
TERONE AND DEHYDROISOANDROSTERONE 


Bt ELEANOR SAIER, MARY WARGA, aot ROBERT C. GRAUER 

(From ihc Department of Research in Endocrinology and Metabolism, William 
H. Singer Memorial Research Laboratory, Allegheny General Hospital, 
and the Department of Industrial Hygiene, School of Medicine, 
University of Pittsburgh, Pittsburgh) 

(Received for publication, September 3, 1940) 

The development by ZLmmermann (1) of a colorimetric tech- 
nique for measuring the amount of chromogen produced in the 
m-dinitrobenzene reaction with those of the sex hormones which 
have the active ketone grouping has stimulated investigation of 
the crystalline as well as of the urinary androgens. As a conse- 
quence of this work, Neustadt (2), Friedgood and VTiidden (3), 
and Talbot ct ah (4) have made various adaptations of the Zimmer- 
mann technique for use in the Evelyn photoelectric colorimeter. 
Spectrophotometric analysis (2) has shown that Filter 520 of the 
Evelyn apparatus transmits light at the wave-length corresponding 
to the wave-length of the absorption band of the androsterone-m- 
dinitrobenzene color complex. 

In calibration of the Evelyn colorimeter preliminary to measur- 
ing the “total sterone” in human urine, both crystalline andros- 
terone and dehydroisoandrosterone were studied.^ We were 
especially interested in dehydroisoandrosterone because Lang- 
stroth and Talbot (5) reported that it gave the same extinction 
coefficient as androsterone. This fact furnished the basis for a 
method of determining the respective concentrations of andros- 
terone and of dehydroisoandrosterone in human urine. The 
value of this observation as applied to clinical work becomes 
immediately apparent when it is recalled that Callow (6) reported 
that 70 per cent of the total androgens excreted in cases of adreno- 

* The androsterone and dehydroisoandrosterone were kindly supplied by 
Dr. Erwin Schwenk of the Schering Corporation and Dr. Ernst Oppen- 
heimer of the Ciba Pharmaceutical Products, Inc. 
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genital tumor consisted of dehydroisoandrosterone. We therefore 
concerned ourselves with a study which we hoped would help to 
clarify the differences observed in the reported extinction coeffi- 
cients of the two .substances. 

The technique of Neustadt was employed first for measuring 
the total quantity of “sterone” in urine. In this method the 
crystalline hormone was dissolved in 20 cc. of 60 per cent alcohol 


Table I 


Determinations According to Neustadt Method 


Androsterone 


Dehydroisoandrosterone 


Amount in total 
volume of col- 
ored solution 

Galvanometer 

reading 

ttt 

1 

S a 
0.2 

aS 

a- 

W 0 

0 

K 

Amount in total 
volume of col- 
ored solution 

Galvanometer 

reading 

0 

tc 

0 

7 

Is 

u 3 

0 0 

0. CQ 

s s 
d 

K 

mg. 





mg. 





0.2 

921 

m: i 1 



0.2 

89 


0.007 

7.21 

0.3 

881 

ml: 



0.3 

831 

m ' $ 

mi y 

7.43 

0.4 

851 

m|!i 



0.4 

77’ 

n S 

ml % 

7.79 

0.6 

82 



4.84 

0.5 

72’ 

S ! » 

ml £ 

7.84 

0.6 

78^ 

W li 


4.82 

0.6 

67’ 

S u 

ml K 

7.89 

0.7 

751 



4.94 

0.7 

611 

W 1 

m'S 

8.51 

0.8 

723 



4.84 

0.8 

57 

w 1 


8.66 

0.9 

68’ 



5.06 

0.9 

53’ 

W VlH 

m!9 

8.46 

1.0 

68 

H I g 


4.65 

1.0 

52’ 


m'H 

7.71 

2.0 

47 



4.62 

2.0 

29’ 


m 1 a 

7.46 

3.0 

33 



4.56 

2.5 

22 


m:lM 

7.36 

4.0 

21’ 



4.67 

3.0 

17 


0.107 

7.19 

6.0 

10’ . 



4.57 

4.0 

91 


0.142 

7.23 

8.0 

5’ 



4.41 

6.0 



0.2143 

7.16 

Mean 

4.78 d= 0.37 


7.70 ± 0.86 


and then divided into two 10 cc. aliquots to each of which were 
added 2 cc. of 2 per cent w-dinitrobenzene in 95 per cent alcohol 
and 2 cc. of 15 per cent aqueous potassium hydroxide. The tubes 
were placed in the dark-room and galvanometer readings were 
taken after 90 minutes. This* time interval was taken as the 
optimum for the development of the chromogen and these condi- 
tions were observed throughout the run. The calibration curve 
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for androsterone was found to be similar to that reported by 
Neustadt. We found that the m-dinitrobenzene reaction with 
dehydroisoandrosterone was the same as with androsterone as 
regards the development time and that it gave the same tjije of 
reaction cuiwe. However, weight for weight, the chromogen 
developed with dehydroisoandrosterone was much more intense 
than that developed ndth androsterone. This was in agreement 
with the obsen^ation of Friedgood and "V^Tiidden (7). 

The cuiwes were constructed from the data in Table I which 
represent the averages of many different experimental runs with 
various batches of reagents over a period of several months. The 
color developed by both hormones appears to obey, within certain 
limits, the law of Beer which is best expressed by the equation 
C = L/K. In this equation C represents the concentration of the 
hormone per cc. of final volume of colored solution, L represents 
the negative logarithm of the light transmitted, and K represents 
the relationship of the chromogen produced, as influenced by 
specific conditions, to the filter used. We found that the color 
reaction is not truly linear, because with increasing amounts of 
either dehydroisoandi-osterone or androsterone the chromogen 
compound developed in the m-dinitrobenzene reaction does not 
increase proportionately. With androsterone the reaction loses 
its efficiency at 8.0 mg. With dehydroisoandrosterone efficiency 
is lost at 6 mg. This would naturally preclude the measurement 
of material containing concentrations of the respective substances 
beyond these amounts unless necessary dilutions were made. 

The calibration cuiwes (Fig. 1), determined according to Neu- 
stadt, show the mg. of androsterone and dehydroisoandrosterone 
in the total volume of colored solutions plotted on a logarithmic 
scale against the galvanometer reading which corresponds to the 
L values in the equation C = L/K. The mean K value in a range 
of 0.2 to 8.0 mg. of androsterone was 4.78 ± 0.37 ; for dehydroiso- 
androsterone the mean K was 7.70 db 0.86. 

In order to confirm this obsen^ation of a difference in the color 
development of the two hormones, the work was repeated with 
the method outlined by Friedgood and TiTiidden (3). The de- 
terminations were carried out in concentrations of 0.045 to 0.3 mg. 
of androsterone and of debj^droisoandrosterone, which cover the 
same galvanometer range as in the Neustadt method. The tech- 
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nique empldyed in this series of determinations is similar to that 
of the method of Callow et al. (8). The hormones were dissolved 
in 95 per cent alcohol and aliquots were chosen so that the amount 
to be calibrated was contained in 0.2 cc. of 95 per cent alcohol to 
which was added 0.2 cc. of 2 per cent m-dinitrobenzene in absolute 
alcohol and 0.2 cc. of 2 n aqueous potassium hydroxide. These 



MILLIGRMtS 

Fig. 1. Curves secured when the method of Neustadt was employed 

tubes were kept in a dark-room at 25° and at the end of 75 minutes 
were diluted with 10 cc. of 95 per cent alcohol, after which gal- 
vanometer readings were taken and the calculation for K made. 
It was again found that weight for weight dehydroisoandrosterone 
gave a much deeper pink than androsterone, a fact which is in 
agreement with results of Friedgood and Whidden (7). 

Our calibration curve for androsterone was similar to theirs 
with a mean K for androsterone of 33.29 ±1.10 and for dehydro- 
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isoandrosterone 44.35 ± 1.38. This cun’e was also plotted on a 
log scale (Fig. 2) and was based on the data in Table II. 

Since the difference between androsterone and dehydroiso- 
androsterone was apparent with two different techniques, it was 
decided to check the work spectrophotometrically in order to 
determine whether this difference was real, '^'’isual e.\aniination 



.048 .OS6 .144 .198 .840 . 888 

lOLLIGHllS 

Fig. 2. Curves secured when the method of Friedgood and Whidden 
was employed. 

was carried out -ndth a constant deviation glass spectroscope hai-ing 
a special tungsten lamp source, ^ It was found that both hormones 
transmitted light in the 5200 A. region. It was observed that 
dehydroisoandrosterone solutions prepared bj-- both the Neustadt 
and Friedgood methods showed more absorption in the green 
portion of the spectrum than did the corresponding androsterone 
solutions. 
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As a final check we repeated our studies, employing the method 
described by Talbot, Butler, and MacLachlan (4). In this case 
the two compounds showed calibration curves which could be 
superimposed and K values which were the same. Further work 
by us indicated certain technical factors which we believe may 
explain the reason for this difference. Investigations are now in 
progress and a quantitative spectrophotometric check will be 
made. 


Table 1 1 


Determinations According to Friedgood and Whidden Method 


Amount preeent in 
total volumeof col- 
ored solution 

Androsterone 

Dehydroisoandrosterone 

Galvanometer 

reading 

ea 

&0 

•2 

T 

C, mg. per cc. 
colored solu- 
tion 

K 

Galvanometer 

reading 

1 

C, mg. per co. 
colored solu- 
tion 

K 










0.045 

73» 


0.0042 

32.19 

66 



42.97 

0.075 

68 

H 


33.80 

48 



46.57 

0.150 

332 



33.62 

23 



45.26 

0.225 

18’ 



34.29 

11’ 



44.76 

0.300 

12 



32.54 

6 

1.222 

Jim 

43.18 

Mean 

33.29 d= 1.10 


44.35 db 1.38 


Comment 

In an attempt to explain the differences observed by us and 
those reported by others (5, 2), it was suggested that androsterone 
and dehydroisoandrosterone be studied in dilutions lower than 1 
mg. We observed, by the Neustadt technique, the same propor- 
tionate difference in the entire range from 0.1 to 1.0 mg. that was 
present in the range of 1 to 8 mg. With the Friedgood and 
Whidden method in the range of 0.045 to 0.300 mg. the same pro- 
portionate difference in the depth of chromogen produced by the 
two compounds was observed. By virtue of our observations 
that the intensity of the chromogen produced by dehydroiso- 
androsterone is greater than that for a corresponding amount of 
androsterone, the practical value of this fact becomes apparent 
when one attempts to determine specific concentrations of andros- 
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terone and dehydroisoandrosterone in a given specimen. In the 
assay of urinary androgens, the calculated amount of "sterone” 
is based on the K value for androsterone, whereas the intensity of 
the color reaction may be due to dehydroisoandrosterone as well 
as other ketosteroids. Therefore, in order to apply the digitonin 
method described by Langstroth el al. (9), we must consider the 
different K values. This would then require a second computa- 
tion based on the K value of dehydroisoandrosterone. 

SUMMARY 

1. There is a difference in the intensity of chromogen produced 
by androsterone and dehydroisoandrosterone which is apparent 
by visual spectrophotometry as well as in the calibration curve of 
the Evelyn photoelectric colorimeter. 

2. The K value for androsterone and dehydroisoandrosterone 
is the same only when the method described by Talbot is used, 
but is not the same nith either the Neustadt or Friedgood method. 

3. The difference in K must be taken into consideration in 
applying the method for determining concentrations of dehydro- 
isoandrosterone in a given urine specimen. 
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A number of investigators have shotvn that denatured proteins 
are digested by enz 3 Tnes more rapid)^' than native proteins. An- 
son and Mirsk}' (7) have pointed this out specifically for salicylate- 
denatured hemoglobin and have mentioned it in speaking of 
denatured proteins in general. The work of Willstatter, Grass- 
mann, and Ambros (31), Lin, Wu, and Chen (23), Cohn and White 
(15), and others should be noted in this connection. These 
workers have generally been concerned with egg white or egg 
albumin, have employed crude enzj'me preparations, and have 
generally studied e.vtensive digestion of the substrate ratber than 
the kinetics of initial digestion. Some of these e.xperiments are 
difficult to interpret also because they are complicated by the 
effect of egg white trypsin inhibitor. Deviations in the kinetics 
of proteolysis that may occur as a result of the presence of this 
or other inhibitors will be discussed later. In a brief note Linder- 
strpm-Lang et al. (24) have recently reported data indicating that 
native lactoglobulin may not be attacked at all by enzymes. 
Since the work reported in this paper was done, Winnick, Davis, 
and Greenberg (32) have reported data on the digestion of native 
and urea-denatured ovovitellin, hemoglobin, edestin, ovalbumin, 
and casein by asclepain. Their studies were primarily concerned 
with the characterization of the new enzyme rather than the 
phenomenon of protein denaturation and therefore their experi- 
ments were not designed to deal with the particular problems that 
will be considered in this paper. There has thus been little work 

* Enzyme Research Laboratory CJontribution No. 60. 
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Action of Papain on Proteins 


of a conclusive nature carried out on the digestion of native pro- 
teins as compared to denatured proteins (see statement by Anson 
(2)). Annetts (1), following up the work of Svedberg and Erikson 
(30), made a careful and valuable analysis of the products formed 
by the action of papain on native egg albumin, using several 
physical methods including ultracentrifugation and cataphoresis. 
This study (which did not include denatured egg albumin) will 
be mentioned later. 

The action of urea and other neutral denaturing agents on pro- 
teins has been the subject of considerable research in recent years. 
Mirsky and Anson (26) prepared urea-denatured protein for 
various studies. Hopkins (19) studied changes in the chemical 
reactivity of egg albumin that occur in strong solutions of urea. 
Burk and Greenberg (13) and Burk (12) have studied the osmotic 
and other physical relations of several proteins in urea solution 
(see Greenberg (16)). Steinhardt (29) made a critical study of 
some phases of the behavior of hemoglobin in urea solutions. 
Greenstein (17) studied the quantitative ‘'liberation” of — SH 
groups from proteins in solutions of urea and related compounds, 
as indicated by the porphyrindin reagent. He reports that the 
amount “liberated” varies with the protein and ranges from 0 to 
several equivalents per molecule of protein, and that there is no 
correlation between the molecular weight changes and the — SH 
liberated. Anson also has used urea and recently has examined 
the reducing groups in egg albumin using a detergent denaturing 
agent, Duponol (4, 5). Papain has been the subject of a similar 
study in this laboratory (10). 

Data in the literature, of the nature referred to above, indicate 
that certain broad generalizations are justified with regard to the 
denaturation of proteins by urea or by other means. 

1. Physically, changes may occur in the molecular weight, solu- 
bility, absorption spectrum, and other properties. 

2. Chemically, groups ( — SH, — S — S — , and tyrosine phenol) 
may become “exposed” or become more reactive so that they can 
be detected by reagents that would show little or no reaction with 
them when the protein was native (undenatured) (25). 

3. Enzymically, proteins that are resistant or only slowl}'’ at- 
tacked by enzymes when native are readily digested when de- 
natured. Enzymes that have been shown to be proteins lose 
their catalytic property when they are denatured. 
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It is the purpose of this communication to extend the third 
generalization by reporting the apparent relative rates at -which 
papain digests native and denatured Hb,' by showing some of the 
complications of the kinetics of native Hb digestion, by showing 
that alkali-denatured and mea-denatured Hb are digested at 
practically the same rate, and by shonung that urea in concentra- 
tions above that required to denature the protein completely has 
no further effect on the rate of Hb digestion bj’^ papain. Papain 
is particularly suited to the study of the urea denatvu-ation prob- 
lem, since Lineweaver and Schwimmer (unpublished data) have 
found it to be stable in 9 to 10 m urea. Cbjunotrypsin loses ac- 
tmty rapidlj' even in 2 M urea (21), while pepsin is stable in 4 M 
urea (29). The differential effect of denaturing agents on various 
proteins has recently been discussed and studied by Anson (4, 6). 

Methods 

Proteolysis was followed by the method of Anson (3). The 
results are reported in terms of "color value” per 5 ml. of trichloro- 
acetic acid filtrate. The "color value” refers to the change in 
scale reading on a neutral wedge photometer and is an arbitrary 
measure of the extent of digestion. The time of digestion was 10 
minutes unless othen^ise indicated, and the pH was 7.0 ±0.1. 
Tjnosine added in the proportion of 0.0008 milliequivalent per 5 
ml. of trichloroacetic acid filtrate gives a color value of about 35. 
This color value is equivalent to about 5 per cent digestion of 2 
per cent Hb. 

AU of the Hb used was prepared according to Anson (3) but was 
denatvned onlj’’ as indicated. Crj^stalline papain (9) was used 
unless otherwise indicated. 


DISCUSSION 

Comparison of Rate-Substrafe Concentration Functions of Native 
and Denatured Hb and of Relative Rates of Attack on These Two 
F orms of Hb by Papain — ^Fig. 1 shows that for practical purposes 
the maximum rate of digestion of denatured Hb is obtained when 
the substrate concentration is 2 per cent. This does not appear 
to he the case for native Hb (inset of Fig. 1). However, the curve 
in the inset has been constructed from the data of Fig. 2 and is, 

* Hb -srill be used to designate hemoglobin -whether native or denatured. 



328 


Action of Papain on Proteins 


of course, subject to considerable uncertainty because of the 
variable rate of digestion of native protein (Fig. 2). Nevertheless, 
calculations based on the enzyme concentrations used in the two 
cases give a maximum difference in rate of digestion of 2 per cent 
native and denatured Hb of about 1:6400. If the initial rate, 
rather than the later constant rate, is used for the comparison, 
the difference is about 40-fold less (1 : 100 to 1:200). Since up to 



0 1 2 3 4 3 6 9 12 15 18 21 

% DENATURED Hb TIME (HOURS) 


Fig. 1. The relation between the increase in color value and the concen- 
tration of urea-denatured Hb. The inset gives the relation for native Hb. 
(These rates are calculated from the straight portions of the curves in 
Fig. 2.) The amounts of enzyme N used in the case of denatured and native 
Hb respectively were 0.002 and 0.2 mg. per 6 ml. of digestion mixture. The 
specific activity of this enzyme solution which had been prepared for some 
time appears to be about 30 per cent less than that of the one used in Fig. 5. 

Fig. 2. The kinetics of the digestion of 1, 2, and 4 per cent native Hb. 

10 per cent of the substrate tvas digested during the linear portion 
of the cuiwes in Fig. 2, native Hb rather than an impurity must be 
disappearing during this time. Winnick, Davis, and Greenberg 
(32) reported that, for the proteins they used, the denatured 
forms were digested by asclepain more rapidly than the corre- 
sponding native forms. However, the differences do not appear 
to be as great in general as those observed by the authors for Hb 
and egg albumin. They w'ere, of course, using a different enzyme 
and, furthermore, they point out that these particular data are 
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not suitable for such quantitative comparisons. Kunitz (21) 
reported that denatured casein is digested about 800 times as fast 
as native egg albiunin bj’ chjTnotrj'psin. 

Native Protein Digestion by Papain — Kinetic data similar to 
those reported in Fig. 2 for Hb have also been obtained for egg 
albumin. In neither the case of Hb nor that of albumin can the 
cun'es obtained by the digestion of the native proteins be super- 
imposed on those obtained bj' digestion of denatured protein. 
(Since time and enzjTne concentration are interchangeable, Fig. 
2 may be compared with Fig. 5.) 

Annetts (1) followed the action of papain on native egg albumin 
by separating the dialyzable constituents from the digestion mbe- 
ture. She obser\'ed an initial rapid rate of digestion, followed by 
a constant rate, similar to that shown in Fig. 2. Using the al- 
cohol titration method, Willstatter, Grassmann, and Ambros (31) 
obtained data which jdeld a similarly shaped curve with time, 
though their data were not intended to be critical in this region. 
However, these two quite different methods apparently jdeld 
cun'es similar in shape to those obtained by the authors using 
trichloroacetic acid-soluble material as a measure of the digestion 
of native egg albumin bj' crj’-stallinc papain. (Our preliminar}' 
cur\’es for egg albumin are similar to those in Fig. 2 for Hb.) 
Annetts and Willstatter et al. carried out the digestions at pH 5.0, 
while the authors used pH 7.0. 

Extrapolation of the linear portions of the cur\’es for the three 
concentrations of Hb and for egg albumin (unreported) suggests 
an impurit}’’ (perhaps denatured protein) in the substrate. How- 
ever, the ultracentrifuge data of Annetts (1) indicate that essen- 
tiall}^ all of the native protein undergoes the loss of a fraction of 
low molecular weight after which the new fraction of high molecu- 
lar weight, having an apparent molecular weight about 90 per cent 
of that of egg albumin, is gradually hydrolyzed. 

The following facts further support the contention that native 
proteins can be directly attacked by enzjTnes. 

(a) Fig. 3 shows that time and enzjTne concentration factors 
are interchangeable in the digestion of native Hb by papain. As 
pointed out by Bodansky (11), this indicates that either there 
are no important reactions occurring that are independent of the 
enzj'me, or the rate of the non-enzj’mic. reactions (possibh’ leading 
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to equilibrium between two or more forms of Hb) is very high 
compared with the rate of digestion, so that the experimental 
kinetics are virtually independent of the non-enzymic reactions. 
The possibility that the inset in Fig. 1, differing from Fig. 1 proper, 
represents the digestion of an equilibrium concentration of de- 
natured protein appears to be unlikely on the basis of the observa- 
tions cited below. The direct interpretation of the inset, of course, 
is that native Hb has a low affinity for papain. 
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ENZYME X TIME MINUTES 

Fig. 3. Comparison of time and enzyme concentration for the action of 
papain on native Hb. The open circles, solid circles, and crosses corre- 
spond to 0.3, 0.1, and 0.033 mg., respectively, of enzyme N per 6 ml. of diges- 
tion mixture. The time is in minutes. 

Fig. 4. The inhibition of crystalline trypsin digestion of denatured Hb 
by the antitrypsin of egg albumin. Curve a, control. Curves b and c, 0.14 
per cent of egg albumin crystallized twelve times and three times, respec- 
tively. Curve d, 0.14 per cent of dried egg white. 

(b) The observation of the authors that chymotrypsin attacks 
native Hb more readily than does papain, whereas papain is about 
4 times as active toward denatured Hb as chymotrypsin, leads 
to the interpretation that some enzymes attack native proteins 
more rapidly than others. In fact, trypsin is practically inactive 
towards native egg albumin, whereas chymotrypsin shows definite 
activity (8, 21). If the digestion represents the hydrolysis of 
equilibrated denatured protein, then the rates of digestion by 
papain and chymotrypsin would be expected to stand in the same 
ratio for native as for denatured protein. xVt the same time, the 
rate of digestion of Hb by papain is apparently not limited by the 
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natural rate of formation of “ordinary” denatured protein, since 
in that case equal rates of digestion by high concentrations of 
chymotiyTTsin and papain rvould be obtained. The data of Lin- 
derstr0ni-Lang ci al. (24) indicate that under certain conditions 
the rate of digestion of native lactalbiunin may be limited by the 
rate of denaturation. It may also be noted that a specific papain 
inhibitor that would be destroyed when the Hb is denatured by 
heat or urea, could, of course, also explain our observation. Refu- 
tation of the latter explanation was obtained experimentally by 
the observation that native 2 per cent Hb only sli^tly inhibits the 
digestion of casein by papain. However, this does not mean that 
the action of inhibitors, and perhaps other factors, can be dis- 
regarded as insignificant in aU cases. For example. Fig. 4 shows 
that egg albumin crystallized three times still contains con- 
siderable trypsin inhibitor, whereas egg albumin crj-^stallized 
twelve times is nearly free of inhibitor. 

(c) The accumulation of special protein intermediates or prod- 
ucts that may result from the action of enzjunes on native proteins 
is illustrated by the conversion of enzyme precursors, trypsinogen 
(22), pepsinogen (18), and chymo trypsinogen (20) into active 
enzymes. Kunitz (21) has also studied the autotransfonnation 
of active chjTnotrypsin into active P and y forms. These results 
are most reasonably interpreted as due to digestion of native 
proteins with the production of crystallizable native products 
resistant to proteolysis. They are also consistent with the idea 
of Schmidt, Allen, and Tarver (27), who postulate that new pro- 
teins are formed by “slight modification rather than de novo syn- 
thesis from amino acids.” 

These observations can be explained less simply by assuming 
the native Hb to be in equilibrium with a denatured Hb that 
differs enzjmiically from the various denatured hemoglobins 
studied in this work, and, furthermore, by assmning the rate of 
approach to equilibrium to be fast compared to the rate of diges- 
tion. However, in the present state of our knowledge essentially 
the same assumption could be made to support the hypothesis 
that native proteins will not react with any reagents. 

Enzymic Comparison of Urea- and Urea- Alkali-Denatured Hb 
and Difference between Relative Rates of Digestion of Native and of 
Denatured Hb by Enzymes — ^Fig. 5 shows that there is no apparent 
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difference in the rate of papain digestion of 2 and 4 per cent Hb 
whether denatured in neutral or alkaline solutions of urea. Since 
denaturation by urea is a time reaction, the Hb was allowed to 
stand in 6.6 m urea for at least 60 minutes before use. The color 
value-enzyme concentration curve may be compared Avith the 
data of Anson (3). When a homogenized suspension of heat- 
denatured Hb was submitted to the action of papain, chymo- 



Fio. 5. The relation between the increase in color value and the amount 
of enzyme N per 6 ml. of digestion mixture. The open circles, solid circles, 
and squares correspond to 2 per cent urca-denatured, 4 per cent urea-de- 
natured, and 2 per cent alkali-denatured Hb, respectively. 

Fig. 6. The relation between the color value and the urea concentration 
in the digestion mixture. The Hb concentration was 2 per cent and the 
enzyme N content was 0.0038 mg. per 6 ml. of digestion mixture. The urea- 
hemoglobin solution was allowed to stand at room temperature for 1 hour 
before use. 

trypsin, and trypsin, the rates of digestion, though somewhat 
lOAver for each enzj'^me, tvere relativel}'’ the same as Avhen urea- 
denatured Hb was used. The denatured hemoglobins obtained 
by these different methods of treatment are thus quite similar 
in digestibility. On the other hand, the factor or factors in native 
proteins that may be altered by denaturation appear to limit the 
activity of some enzymes more than others. This is illustrated 
by the observation, already mentioned, that chymotrypsin and 
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papain digest native Hb at different relative rates than they digest 
denatured Hb. It is also consistent with the data of Winnick, 
Davis, and Greenberg (32) from which it appears that the rates 
of digestion of the five diflferent native proteins by asclepain differ 
from one another much more than the rates of digestion of the 
same five denatured proteins. 

Rate 0 / Digestion of Hb by Papain As a Function of Concentration 
of Urea in Substrate Mixture and Increased Lability of Peptide 
Bonds — ^Fig. 6 gives the enzjTne activity as a function of the con- 
centration of urea in the Hb substrate. The data were obtained 
by a combination of two experiments. The color values were 
slightly adjusted so that the two sets of data are superimposed. 
The increase in amount of water-insoluble protein wdth urea 
concentration was measured roughlj’- by dilution at pH 7 after 60 
minutes standing and foimd to be similar to the increase in rate of 
digestion. However, the various manifestations of change, when 
proteins are denatured, may not parallel each other quantitatively 
(Steinhardt (29), Sreenivasaya and Pirie (28), Anson (4)). 

From these data the conclusion seems justified that protein 
— CO-NH — (peptide) bonds become far more available or sensi- 
tive to proteolytic enzymes when the proteins are “denatured” 
(e.g., dissolved in strong urea solution). This conclusion is 
similar to those reached by Greenstein (17), Anson (5, 6), and Balls 
and Lineweaver (10) who showed, for various proteins, that — SH, 
— S — S — , and tiuosine phenol groups may be more reactive in 
the denatured than in the native protein. On the other hand 
Chow and Wu (14) have shown for several proteins that there is 
no change in the number of titratable amino groups on denatura- 
tion. These authors used luea as a denaturing agent and the for- 
mal titration for the determination of the amino group. 

EUMMABT 

1. In urea solutions of concentrations greater than 5 to 6 11 the 
initial rate of digestion of Hb bj' papain is at least 100 times greater 
than in water solution — the later rate may be as much as 6000 
tunes greater. This increase in digestibility is similar to the 
decrease in solubility of Hb when it is denatured by urea, but the 
data obtained are not adequate to prove or di.sprove an exact 
parallelism. 
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2. The following observations make it appear likely that native 
Hb may be directly attacked by papain, (a) the relative rates of 
digestion of native Hb by papain and chymotrypsin do not appear 
to be related to the relative rates of digestion of denatured Hb; 
(b) the digestion of native Hb is not limited by a rate of denatura- 
tion, since the same increase in digestion takes place with either 
twice the time or twice the enzyme concentration; (c) the forma- 
tion of enzymes (native proteins) from precursors (native proteins) 
generally involves proteolysis. 

Though denaturation may not' occur before the enzyme ads 
upon Hb, this does not mean that the enzyme itself does not de- 
nature the protein before, hydrolysis proceeds. 

3. The increase in rate of enz 3 '^mic h 3 ’'drolysis of proteins when 
they are denatured has been found to be comparable to the increase 
in reactivity of constitutent — SH, — S — S — , and tyrosine phenol 
groups. The constituent peptide bonds, therefore, may be 
considered to increase in reactivity in a manner similar to these 
groups when proteins are denatured. 

4. The rate of digestion of denatured Hb by papain is practically 
the same whether denatured by neutral or allcaline urea or by 
heat. The increase in the rate of digestion of a protein when it 
is denatured appears to be different for each enzyme; likewse, the 
increase in rate for each of several proteins by a single enzyme 
appears to be different. 
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THE CORRELATION OF THE CONFIGURATIONS OF 
a-AMINOPHENYLACETIC ACID AND OF ALANINE 

Bt martin IOJNA, G. OVAIvEMIAN, and P. a. LETONE* 

{Prom the Laboratories of The Rockefeller Institute for Mcdieal Research, 

N’ew York) 

(Received for publication, September 6, 1940) 

In 1936 the configuration of tyrosine was correlated to that of 
aspartic acid in this laboratoiy and thus the configurations of the 
natural aliphatic acids were correlated to those of the naturally 
occurring phenylated amino acids by the methods of classical 
organic chemistry.* The configuration of a-aminophenylacetic 
acid was at that time correlated to that of the natural amino acids 
only by an indirect optical method." A method of correlating the 
configurations of a-amino acids to the corresponding amines was 
also developed in this laboratorj' in 1937, and thus the configura- 
tions of aliphatic amines were correlated to those of the aromatic 
amines. Hence it was necessary to convert a-aminophenylacetic 
acid into the corresponding amine in order that its configuration 
could be correlated to that of the aliphatic and to the phenylated 
amino acids. Work in that direction was initiated in 1937, but 
preliminaiy to it, it seemed desirable to develop a catalytic method 
for the reduction of the esters of a-amino acids into the correspond- 
ing substituted aminoethanols. While this work was in progress, 
there appeared a publication of Reihlen, Ivnopfle, and Sapper’ in 
which the authors correlated the configurations of aliphatic, aro- 
matic, and cyclohexyl derivatives of ethylamines on the basis of 
optical behavior — a task which, as stated, has been accomplished 
in this laboratory by methods of classical chemistry. However, 
the authors anticipated our own experiments in converting 

* Died September 6, 1940. 

* Levene, P. A., and Mardashew, S., J. Biol. Chem., 117, 179 (1937). 

® Reihlen, H., and Knopfle, L., Ann. Chem., 623, 199 (1936). 

* Reihlen, H., Knopfle, L., and Sapper, W., Ann. Chem., 634, 247 (1938). 
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a-aminophenylacetic acid into the corresponding methylphenyl- 
aminomethane. The procedure employed by these authors was 
found in their own eyes to be not very satisfactory and was not 
recommended by themselves for future work. 
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tive which in its turn was converted into 1-cyclohexyl-l-amino- 
2-iodoethane and this without isolation was reduced to 1-cyclo- 
hexyl-l-aminoethane. Inasmuch as the correlation of the con- 
figurations of the cyclohexjd and the phen 3 dethylaraines has been 
accomplished,® and also that of the latter to alanine,® it follows that 
the configuration of a-aminophenylacetic acid is correlated by these 
means to that of alanine. The results are given in the accom- 
pan 5 dng set of reactions, showing that dextro-Z-a-aminophenyl- 
acetic acid is correlated to dextro-?-alanine, in agreement with the 
results obtained by Reililen, Knopfie, and Sapper.® 

EXPERIMENTAl. 

Reduction of Aminophenylethanol to Aminocydohexylethanol 
Acetate — 1 gm. of 1-amino-l-phenjdethanol,^ [q:]“ = —15.0° (in 
methanol), which remained crystalline at room temperature, were 
dissolved in 100 ml. of glacial acetic acid (Mallinckrodt A. R.) 
and 0.6 gm. of Adams’ catalyst was added. This was shaken with 
hydrogen at a pressure of 3 atmospheres for 3 daj's at room tem- 
perature. The product was distilled from a micro flask immersed 
in a bath at a temperature of 110-125°, p = 1 X 10~* mm. 
Yield 3.6 gm. 


, -0.85° X 100 „ , , , , 

[a n = : = — r.6 (in chloroform) 

IX 11.2 

The rotation in methanol was also levo. 

C,oH„0,N (203.2). Calculated. C 59.11, H 10.46 
Found. " 59.24. “ 10.44 

Reduction of Aminocydohexylethanol Acetate to Methylcydohexyl- 
aminomethane Hydrochloride — 2 gm. of l-amino-l-cj^clohexyl- 
ethanol acetate, [a]“ = —7.6° (in chloroform), were dissolved in 
35 ml. of a solution containing anhj'drous hydrogen iodide (60 gm.) 
in glacial acetic acid (50 gm.). This was heated in a sealed bomb 
tube for 4 hours at 125°. Further procedure was as pre\dously 
described.® 

‘ Leithe, W., Ber. chem. Ges., 65, 660 (1932). 

' Leithe, W., Ber. chem. Ges., 64, 2827 (1931). 

® Levene, P. A., and Mardashew, S., J. Biol. Chem., 117, 707 (1937). 
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The crystals were dissolved in hot benzene, filtered, and pentane 
was added to the filtrate. The crystals weighed 0.9 gm. 

r-,i» _ ^ ^ —3.1° (hydrochloride in water) 

l“J646i J ^ J3 2 

CtHisNCl (163.6). Calculated. C 58.69, H 11.09 
Found. " 68.58, “ 11.04 

N-Acetylaminocyclohexylacetic Eihyl Ester 1 gm. of a-amino- 
phenylacetic ethyl ester, [a]^® = -113° (homogeneous), was dis- 
solved in 50 ml. of acetic acid (purified by distillation with acetic 
anhydride), and 0.6 gm. of Adams’ catalyst was added. This was 
reduced with hydrogen at 3 atmospheres pressure for 3 days at 
room temperature. The product distilled from a bath tempera- 
ture of 130-140°, p = 4 X 10“® mm., and crystallized; m.p. 73-75°. 

[«]p = = +4.6° (in methanol) 

CisHjiOjN (227.2). Calculated. C 63.38, H 9.32 
Found. " 63.43, " 9.44 

The ester group of this substance was not reduced when it was 
shaken with hydrogen at a pressure of 160 atmospheres, and a 
temperature of 75° for 9 hours, with Raney’s catalyst. The 
material was recovered unchanged. 

Diacetylaminophenyleihanol^ — ^2.5 gm. of aminophenylethanol, 
[«] D = ~ 15.0° (in methanol), were dissolved in 40 ml. of methanol, 
cooled in an ice water bath, and ketene was passed into the solu- 
tion for 2| hours. After evaporation, the semicrystalline material 
was distilled from a bath temperature of 155-170°, p = 0.001 mm. 
On standing in the cold, the material crystallized. Yield 2.4 gm. 

. -3.47° X 100 

l“Ji> rX^lcTs ~ ~32.1°; [M]d = —71.0° (in methanol) 

CkHisOjN (221.1). Calculated. C 65.16, H 6.83 
Found. “ 65.27, “ 7.26 


' Reihlen, Knopfle, and Sapper’ report [M]” = -1-136° from an amino- 
phenylethanol hydrochloride of [M]” = -(-37.9°. 
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N-AcelylaminopTicnylelhandl — 1.1 gm. of diacetylaminophenyl- 
ethanol Tvere dissolved in 5 ml. of methanol and 10 ml. of 0.5 n 
sodium hydro.xide. The solution was refluxed for 1 hour and 
extracted with chloroform. The substance distilled from a bath 
at a temperature of 170-180°, p = 4 X 10~* mm. 

hlS.. = = -46.7“ (in chloroform) 

1 X 15.0 

CioHiiOiN (179.1). Calculated. C 67.00, H 7.32 
Found. “ 66.85, “ 7.44 

DiaceiyJaminoq/clohcxylethanol — 1 gm. of diacetylaminophenyl- 
ethanol, [«]^ = —32.1° (in methanol), was dissolved in 25 cc. of 
glacial acetic acid and 0.5 gm. of Adams’ catalyst was added. 
This was reduced with hydrogen at 3 atmospheres pressure for 
3 days at room temperature. The product distilled from a bath 
temperature of 175-185°, p = 8 X 10“* mm., = 1.4826. 

, +2.35“ X 100 , „ /. VI f ^ 

Wn.i = = +16,7“ (in chloroform) 

1 X 14.1 

CmHj.OiN (227.2). Calculated. C 63.38, H 9.32 
Found. " 63.22, “ 9.41 

N-Acelylaminoq/clohexylethanol — 4 gm. of aminophenylethanol, 
[a]“ = —15.0° (in methanol), were dissolved in 100 cc. of acetic 
acid (purified by distillation with acetic anhydride) and 0.6 gm. 
of Adams’ catalyst was added. This was reduced with hydrogen 
at 3 atmospheres pressure for 3 days at room temperature. The 
predominating product was the N'acet 3 ’'laminocyclohexylethanol, 
which distilled from a bath temperature of 160-170°, p = 4 X 
10~^ mm. Yield 3 gm.; = 1.4943. 

Wd = 0 (in methanol) 

, +0.71“ X 100 , „ „o f VI f ^ 

[alo = = +5.2“ (in chloroform) 

1 X 13.6 

CioHuOiN (185.2). Calculated. C 64.74, H 10.34 
Found. " 64.98, “ 10.69 

The forerun contained the acetate and diacetyl derivatives. 
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The N-acetyl derivative did not react with hydrogen iodide in 
glacial acetic acid when it was heated for 4 hours at 125°. The 
product isolated was impure aminocyclohexylethanol hydro- 
chloride. This compound, when re-treated with hydrogen iodide 
in glacial acetic acid, as above, and with subsequent reduction 
■with Haney’s catalyst gave a methylcyclohexylaminomethane 
hydrochloride of 

“0 130® X 100 

= p = —1.6® (hydrochloride in water) 

1 X o 



GLUCOSE PHOSPHORYLATION AND OXIDATION 
IN CELL-FREE TISSUE EXTRACTS* 

By SIDNEY P. COLOWICK, HERMAN M. KALCKAR.t ajtd 
CARL F. CORI 

(From the Department of Pharmacology, Washington Unirersity School of 
Medicine, St. Louis) 

(Received for publication, September 5, 1940) 

Dial3"zed kidne3' extracts have been shown to phosphoiylate 
glucose under aerobic conditions when one of a number of oxi- 
dizable substrates (such as citrate, glutamate, a-ketoglutarate, 
succinate), Mg'^+i aden3'lic acid, and coz^-mase are added (1). 
In particular, the step succinic — 2H fumaric acid was found 
to bring about phosphoi^’lation. It was then demonstrated 
that the oxidation of P3'ruvic acid, which requires catah^sis b3' 
the succinic-fumaric S3'’stem, can furnish the energ3" for the 
phosphor3’'lation of glucose (2). Since glucose, once it has been 
phosphoi3dated, is converted to p3Tu\-ic acid in these extracts by 
the following well knora reactions, glucose + 2H3PO4 — > fruc- 
tose diphosphate 2 triose phosphate — » 2 phosphogl3'ceric 
acid — » 2 phosphop3'ru^’ic acid — + 2 p3TU\’ic acid, it was to be 
expected that, in the presence of a catah'tic amount of succinic 
acid, glucose would be oxidized as readil3' as P3’ruvic acid. This 
was found to be the case in kidne3’^ extract (2) and eiddence for the 
same phenomenon has now been obtained in heart, brain, and 
li'V'er extracts. 

Experiments to be reported in the present paper show that the 
complete o.xidation of 1 mole of gluco.=:e to CO; and H:0 can 
cause the phosphor 3 dation of 5 moles of glucose to fructose di- 
phosphate. Additional e.xperiments to be reported show that 
mannose and adenosine can be phosphorylated in kidne 3 ' extracts. 

* This work was supported by a research grant from the Rockefeller 
Foundation. 

t Research Fellow of the Rockefeller Foundation. 
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EXPERIMENTAL 

The methods used were essentially the same as those previously 
described (1). The tissue was homogenized at 0° with 1.2 to 
2.0 volumes of 0.1 m potassium phosphate of pH 7 .7 and the re- 
sulting paste was centrifuged. The cloudy, cell-free super- 
natant fluid was in most eases dialj'^zed for 4 hours against 0.05 
M potassium phosphate at 2°. 1 cc. portions of the dialyzed 

extract were mixed with 0.4 cc. of additions (for details see Fig. 1 
and Tables I to VI) and the mixtures were shaken in Warburg 



Fig. 1. Oxidation of glucose and pyruvic acid in dialyzed kidney extract. 
1 cc. of extract + 2 mg. of MgSO<-7HiO + 0.3 mg. of adenylic acid 0.3 mg. 
of cocarboxylase + other additions as shown. Total volume 1.4 cc.; tem- 
perature 37°. N = no additions, <S = 0.2 mg. of succinic acid (Na salt), 
G = 10 mg. of glucose, and P = 7 mg. of pyruvic acid (Li salt). 

vessels at 37° in an atmosphere of oxygen. O 2 consumption was 
calculated for the entire incubation period, a correction being ap- 
plied to include the oxygen consumed during the equilibration 
period of 5 minutes. After incubation the samples were analyzed 
for inorganic phosphate, additional inorganic phosphate liberated 
by 10 minutes hydrolysis in n H2SO4 at 100°, fructose diphosphate 
(as fructose), phosphoglyceric acid, and free glucose, by the same 
methods as were used previousljL Lactic acid was determined in 
coppei-lime filti’ates by the method of Friedemann, Cotonio, and 
Shaffer as modified by Wendel (3). Pyruvic acid was determined 
by the method of Clift and Cook (4). 
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The experiment illustrated in Fig. 1 substantiates and extends 
the findings of the experiment reported previously (2); it shows 
that a trace of succinic acid is necessarj' for the oxidation of 
glucose and of pj'ruvic acid* in diali’-zed kidney extracts and that 
fluoride prevents the o.xidation of the former but not of the 
latter. In the case of glucose, succinic acid is necessary (a) for the 
initial phosphor 3 'lation which enables the glucose molecule to be 
o.xidized to phosphoglj'ceric acid and then transformed to pvTuvic 

Table I 

Balance for Glucose Disappearance in Dialyzed Heart Muscle Extract 
1 cc. of extract of rabbit heart + 10 micromoles of MgSOj + 1 micromole 
of adenylic acid. Initial inorganic P 48.7 micromoles. Total volume 1.4 
cc. Incubation time 60 minutes. The values in the table are e-xpressed in 
micromoles. 
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The figure in parentheses indicates the per cent hydrolysis of the es- 
terified P during 10 minutes in n HjSO* at 100°. 


acid and Q>) for the oxidation of pyruvic acid which in turn causes 
further phosphorjdation of glucose. Fluoride prevents the oxi- 
dation of glucose by inhibiting the transformation of phospho- 
glyceric acid to pyruvic acid. In the absence of NaF, glucose is 
oxidized as rapidly as pyruvic acid in this extract. 

Balance experiments -with heart and kidney extracts showed 

* The catalysis of pyruvate oxidation by the succinic-fumaric system 
has been described by Annau and Erdos (5) and by Banga, Ochoa, and 
Peters (6) and is here confirmed. It is not definitely known whether the 
catalysis occurs over the step fumaric — » succinic or oxaloacetic — » malic 
acid. 
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that much more glucose disappeared than was estimated from the 
oxygen consumption. In an experiment with a dialyzed heart 
extract (Table I) the respiration without addition of substrate 
was very low. IrVhen glucose was added, a rapid oxidation occurred 
which was further increased by addition of a catalytic amount of 
succinic acid.^ Since 6 micromoles of O 2 are required for the com- 
plete oxidation of 1 micromole of glucose, (14.3 — 1.5)/6 = 2.13 
micromoles of glucose were oxidized without added succinate and 
(22.3 - 1.5) /6 = 3.47 micromoles of glucose were oxidized with 
addition of succinate, whereas the total glucose disappearance 
(found by direct estimation) was 15.4 and 24.4 micromoles, re- 
spectively. The ratio of glucose disappeared to glucose oxidized 
was 7.2 and 7.0 in the two cases. In the latter case, 87 per cent 
of the glucose which disappeared in excess of that oxidized was 
accounted for as fructose diphosphate. The ratio of moles of 
fructose diphosphate accumulated to moles of glucose oxidized 
was 18.0/3.47 or 5.2. Since the energj’^ required for the formation 
of fructose diphosphate could have come only from the oxidation 
of glucose, at least ten of the hydrogen transfers involved in the 
complete oxidation of glucose must have been “coupled”® with 
phosphorylation. 

In experiments with dialyzed kidney extracts (Table II) the 
amount of glucose oxidized by different extracts was quite con- 
stant (the values ranging from 3.8 to 4.5 micromoles of glucose per 
hour) . Complete oxidation is indicated by a respiratory quotient 
of 1.0 for glucose and of 1.25 for pyruvate (calculated 1.20) and 
by a theoretical oxygen consumption for the oxidation of the 
latter (2.5 moles of O 2 per mole of pyruvic acid which disap- 
peared). 

The glucose which disappeared in excess of that oxidized was 
found partly as fructose diphosphate, and partly as lactic acid. 
For example (Experiment 1, Table II) of 16.2 micromoles of glu- 
cose which disappeared, 4.5 micromoles were completely oxidized, 
2.1 micromoles were found as fructose diphosphate, and 7.3 micro- 

The oxidation of glucose without added succinate in this extract is 
probably due to traces of succinate (or some other dicarboxylic acid) still 
present after a relatively short period of dialysis. Longer dialysis could 
not be employed because it led to inactivation of the heart extracts. 

“coupled” is used in a descriptive sense without reference to 

e chemical mechanism involved and it is assumed that each transfer of 
a pair of hydrogen atoms causes the esterification of 1 atom of P. 
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moles were converted to lactic acid; 86 per cent of the glucose 
which disappeared was thus accounted for. 


Table II 

Balances for Glucose and Pyrame Acid Disappearance in Dialyzed Kidney 

Extract 


1 cc. of extract + 10 micromoles of MgSOi + 1 micromole of adenylic 
acid + other additions as indicated. Initial inorganic P content 50 micro- 
moles. Total volume 1.4 cc. Incubation time 60 minutes. The values 
in the table are expressed in micromoles. 
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43.3 

12.7 


1.25 






2 succinate / 











3 

55.2 glucose 


0.3 

9.1 




1.1 





55.2 " + \ 


19.2 



4.1 


HR 

3.5 

11.2 

5.6 


2 succinate f 












26.9 pjTTivate -1-| 

13.6 


36.8 

11.1 



2.2 





2 succinate J 











4 

2 succinate 



9.5 




1.7 





55 glucose + 1 


24.6 

32.0 


3.8 


23.9 

11.1 

7.3 

3.7 


2 succinate / 












54 pyruvate + ) 

18.9 


43.5 









2 succinate / 












13.9 


6.2* 


13.2 


18.6 


• No estimation of esterified P. 


The lactic acid formation in these extracts (accotmting for from 
2.1 to 11.1 micromoles or from 18 to 45 per cent of the glucose 
which disappeared) is due to a secondary reaction in which part 
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of the pyruvic acid formed from glucose is reduced to lactic acid 
by competing with oxygen for the dihydropyridine nucleotide 
(reduced by the oxidation of triose phosphate). The lactic acid 
formation is an aerobic phenomenon; an anaerobic conversion of 
glucose to lactic acid does not occur in kidney extracts. 

The ratio, glucose disappeared to glucose oxidized = 6.5, 
found in one kidney extract (Experiment 4, Table II) is close to 

Table III 

Coupling of Glucose Phosphorylation with Oxidation of Glutamic Acid 
1 cc. of dialyzed extract + 25 micromoles of NaF + 10 micromoles of 
MgSO* + 1 micromole of adenylic acid + 0.2 micromole of cozymase. 
Initial inorganic P 90 micromoles for kidney extract, 44 micromoles for 
heart extract. Total volume 1.4 cc. Incubation time 60 minutes. 







P hydro- 

Exporimcnt 

No. 

Extract 

Additions 

Oj consumed 


lyzcd in 30 
min. in 





^ P estcrified 

N HjSOi 



micromoles 

micromoles 

mioromoles 

per cent 

1 

Rabbit 

66 glucose 

6.9 

0 



kidney 

56 “ + 1 

35 succinate j 

56 glucose + i 

70 succinate J 

15.5 

0 


19.0 

0 



56 glucose + 1 

27 glutamate / 

17.0 

18.4 


2 1 

Rabbit 

85 succinate 

9.2 ' 

0 



heart 

85 “ + 1 

56 glucose J 

85 succinate + | 

14.7 

3.6 

64 




34 glutamate + > 
56 glucose J 

14.9 

18.4 

56 


the ratio 7.0 found in heart extract (Table I). The lower ratios 
found in the other kidney extracts may be due to a lack of cou- 
pling of some of the oxidative steps with phosphorylation, a 
possibility which is suggested by the following observation. In 
Experiment 1, Table III, the oxidation of succinate (15.5 and 19 
micromoles of O 2 consumed) caused no phosphorylation, even 
though fluoride had been added to prevent dephosphorylation, 
while the oxidation of glutamate (17 micromoles of O 2 consumed) 
caused a marked phosphorylation. The same phenomenon has 
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been obsen'ed in a dialyzed heart extract (Experiment 2, Table 
III). In these cases the coupling of succinic acid o.xidation with 
phosphorjdation was apparently deficient, while the glutamic 
acid oxidation was accompanied by phosphorylation. It follows 
that it must have been the oxidation of glutamic acid either to 
ketoglutaric or to succinic acid which was linked with phos- 
phorjiation. 

Experiment 1 in Table IV shows that liver e.xtracts are able to 
oxidize glucose; phosphate esters did not accumulate in the 
absence of fluoride. However, a phosphorj'lation of glucose could 
be demonstrated b 3 ’’ adding fluoride and glutamic acid to dial 3 'zed 
liver extract (Experiment 2, Table II')- 

Table IV 

Phosphorylation and Oxidation of Glucose in Liver Extract 


The animals were fasted 48 hours. 1 cc. of liver extract + 1 micromole 
of aden3*lic acid. Total volume 1.4 cc. Incubation time 60 minutes. 
Initial inorganic P 42.5 micromoles. 


Experiment No. 

Additions 

Oj conaumedj 

P csterified 


mieromolts \ 

mxcrorxclu 

microruHts 

1. Undialyzed extract of 

None 

12.4 

0 

rat liver 

56 glucose 

21.7 

0 

2. 4 hr. dialyzed extract of 

50 NaF 

5.2 

3.9 

rabbit liver 

50 “ + 56 glucose -f 
27 glutamic acid 

10.4 

17.7 


A rapid phosphorylation of glucose takes place when p 3 ’Tuvate 
or succinate is oxidized by a cell-free brain pulp (Table 10- In 
the former case the accumulation of the phosphate ester is as 
large without as with fluoride, whereas in the case of succinic 
acid a large accumulation takes place only w’-hen fluoride is pres- 
ent; the reason for this difference is at present unknown. In 
both cases the product of glucose phosphor 3 dation appears, from 
the values for h 3 'drol 3 ’'zable P and fructose, to be mainly fructose 
diphosphate. A small amount of phosphate ester acciunulates 
without addition of glucose when succinate or pyruvate is oxi- 
dized in the presence of fluoride. This ester, w^hich has not been 
identified, is easily hydrol 3 ’'zable and does not contain fructose. 

In a recent note Ochoa (9) reported a coupling of phosphoryla- 
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tion with pyruvic acid oxidation in brain dispersions with hexose 
monophosphate as P acceptor. 


Table V 

Glucose Phosphorylation in Brain Pulp 
10 gm. of rabbit brain + 12 cc. of 0.1 m potassium phosphate (pH 7.7) 
homogenized. 1 cc. of pulp + 0.4 cc. of additions. Initial inorganic P 55 
micromoles. Incubation time 60 minutes. 







Fructose 







Esterificd P 

calculated 

Fructoao 

Additions 


Os con- 

P cstcri- 

eplit in 10 

fiom P 
csto’iOed 
ns fnicloac 




sumed 

fied 

min. in N 
HrSOi at 


Cor- 

rected' 





100° 

diiiliof- 

phnto 

Found 

micromoles 


micTo- 

inolts 

micros 

moles 

per cent 

micromoles 

niicro- 

1 

micro- 
\ moles 

Fixed at once 





0 

0 

56 glucose 


16.0 

7.4 

22 

3.7 

2.3 

5.2 

68 succinate 


41.2 

0 


0 

0 

0 

91 pyruvate 


36.1 

0 


0 

0 

0 

66 glucose -f-1 
68 succinate 1 

i 

43.6 

14.2 

18 

7.1 

3.4 

7.7 

56 glucose +1 
91 pyruvate j 


35.2 

49.5 

23 

24.7 

9.3 

21.1 

48 NaF 

48 " +1 


11.5 1 

12.4 

2.3 

17.4 


1.1 

i 

0 

0 

56 glucose) 

1 

22 i 

8.7 1 

3.2 

7.3 

48 NaF + 1 
68 succinate) 
48 NaF + t 


31.2 

6.8 

50 

3.4 

0 

0 

17.7 

5.2 

91 pyruvate) 
48 NaF + 


I 

75 

2.6 

0 

0 



68 succinate + 

I 

33,8 

52.2 

25 

26.1 

8.3 

18.9 

56 glucose 

48 NaF + 

1 

' 







91 pyruvate + 


20.3 

50.5 

25 

25.2 

8.4 

19.1 

56 glucose 

J 







rructose diphosphate gives only 44 per cent of the color given by an 
equivalent amount of free fructose in the Seliwanoff reaction as modified 

by Roe (7). The readings were made with a Summerson (8) photoelectric 
colorimeter, with Filter 54. 


Two new substrates, mannose and adenosine, have been added 
to the list of compounds (10) which can be phosphorylated in 
kidney extract. In Table VI it is shown that, in the presence of 
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NaF, oxidation of succinate causes a very large phosphorylation 
of both glucose and mannose. The product in both cases is 
fructose diphosphate, as indicated by the ratio of esterified P 
to fructose as well as by the hydrolysis values. Since mannose-1- 
phosphate, sjTitheticallj' prepared, is not converted to mannose-6- 
phosphate by tissue extracts (11), mannose is probabl 3 - phosphory- 
lated primanlj' in position G. Jepheott and Robison (12) showed 
that when mannose is fermented b}' dried 3 'east large amounts of 
mannose-6-phosphate accumulate. The mannose-6-phosphate is 
then changed b 3 ’' the enz 3 'me “isomerase” (Lohmann (13)) to 

Table 

Phosphorylalion of Mannose and Adenosine in Kidney Extract 
1 cc. of dialyzed kidnej- extract + 1 micromole of adenylic acid 10 
micromoles of MgSO* + 50 micromoles of NaF + 85 micromoles of sodium 
succinate. Initial inorganic P 50.0 micromoles. Total volume 1.4 cc. 
Incubation time 60 minutes. 


Additions 

P esterified 

Esterified P 
h>drolytab1e 
in 10 min. at 
lOOMn.vHtSOi 

Fmetoe© 

Found 

Corrected* 

micromdes 

rnicromdes 

per ant 

micromda 

mieromoles 

H,0 

1.9 


0 


56 glucose 

47.4 

30 

9.7 


56 mannose 

49.7 

28 

10.2 


39 adenosine 

13.2 

34 


■■1 


* See foot-note, Table V. 


the equilibrium ester of glucose-6- fructose-G-phosphate, and 
the latter undergoes phosphor 3 'lation to fructose diphosphate. 

The product of phosphorydation of adenosine is hy'drolyzed 
34 per cent in 10 minutes, indicating that it is a mixture of adeno- 
sine monophosphate (0 per cent hydrolyzable) and adenosine 
pol 3 q)hosphates (50 to 67 per cent hy'drolyzable). Ostem et al. 
(14) described the phosphorydation of adenosine in yeast; it has 
not been observed pre\dousIy in animal tissues. 

The aerobic phosphorydation of glucose obsen-ed in tissue ex- 
tracts probably takes place over the adeny'lic acid system. As 
demonstrated by I^alckar (10) adenylic acid can take up inor- 
ganic phosphate in kidney extract under aerobic conditions, 
forming adenosine triphosphate. The transfer of the labile phos- 
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phate groups of the latter to glucose could not be demonstrated in 
kidney extract (1, 10), but has now been found to take place in 
heart extract. Of 0.29 mg. of acid-labile P added as adenosine 
triphosphate to 1.4 cc. of a dialyzed pig heart extract in the pres- 
ence of glucose and 0.0002 m iodoacetate, 0.10 mg. was found as 
inorganic P and 0.10 mg. as acid-stable P after anaerobic incu- 
bation for 45 minutes at 37°. In the absence of glucose, 0.22 
mg. of inorganic P and no acid-stable P were formed. 


DISCUSSION 

in the present paper is described a system in which the energy 
for the phosphorylation of glucose is furnished by the oxidation 
of part of the phosphorylated sugar to CO 2 and HjO; while 1 
molecule of glucose is completely burned in a cell-free and dialyzed 
heart extract, 5 molecules of fructose diphosphate accumulate.'* 
It is therefore of interest to examine the individual steps in the 
oxidation of glucose which might be expected to cause phos- 
phorylation. The oxidation of glucose is dependent on its phos- 
phorylation which leads to the formation of fructose diphos- 
phate ^ 2 triose phosphate. The first oxidation is that of triose 
phosphate to glyceric acid phosphate, the formation of which 
has been demonstrated previously in extracts poisoned with fluor- 
ide (1). The second oxidative step involves pyruvic acid and 
requires a catalytic amount of C 4 dicarboxylic acid . Fluoride, which 
prevents the transformation of phosphoglyceric to pyruvic acid, 
inhibits the oxidation of glucose in tissue extracts. 

The main path of pyruvate oxidation in animal tissues is not 
definitely known; it may involve a condensation with another 
organic acid to a di- or tricarboxjdic acid; e.g., pyruvate -\- 
oxaloacetate — 2H — > citrate -}- CO 2 . The citrate cycle proposed 
by Krebs (15), which represents one of the possible paths, in- 
volves the following oxidative steps; (c) isocitrate - 2H — > a- 
ketoglutarate -f- CO 2 , (6) a-ketoglutarate — 2H — > succinate + 

*This corresponds to a coupling of ton of the hydrogen transfers involved 
in the oxidation of glucose with phosphorylation. The ratio of glucose 
disappeared to glucose oxidized is 7 in these experiments. This suggests 
that twelve steps are linked with phosphorylation and that some hexose 
diphosphate disappears again in side reactions {e.g., conversion to lactic 
acid). 
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CO:, (c) succinate — 2H fumarate, (d) malate — 2H — » oxalo- 
acetate. 

The oxidation of citrate and a-ketoglutarate has been shown 
to cause phosphorjdation of glucose (1, 16) but the isolated steps 
(a) and (6) have not yet been studied, (c) has definitely been 
shomi to cause phosphorylation of glucose (1) and (d) has been 
shorvn to give rise to phosphopyru%dc acid (10). Analogous results 
have been obtained by Belitzer and Tsibakova (17), who described 
the phosphoi^dation of creatine in minced and washed rabbit 
heart coupled with the o.xidation of citrate, a-ketoglutarate, 
.succinate, and pyruvate. By means of arsenite, which prevents 
other oxidations, the 3 ' were able to show that the step succinic 
fumaric acid maj^ be linked with phosphocreatine sjmthesis. 

The reaction b}' which inorganic phosphate is taken up is 
knorra in the case of glyceraldehyde phosphate o.xidation; Negelein 
and Bromel (18) and Warburg and Christian (19) showed that 
the carbon}'! group reacts vith inorganic phosphate and that its 
oxidation (bj- diphosphopj-ridine nucleotide) leads to the forma- 
tion of diphosphoglj'ceric acid. The phosphate attached to the 
carbo.xylic group is then transferred to glucose over the adenj'lic 
acid S3'stem, the over-all result being the oxidation of 1 molecule 
of triose phosphate coupled with the esterification of 1 molecule 
of inorganic phosphate. Lipmann (20) has recentl}' shown that 
the carbon}'! group of p 3 'ruvic acid reacts with inorganic phos- 
phate and then undergoes oxidation, 3 ielding acet}'! phosphate 
which seix'es as phosphate donor over the aden 3 'lic acid 
system. The mechanism of the phosphor 3 'lation coupled with 
the first two steps of glucose oxidation is thus fairl}' well imder- 
stood. Whether a similar mechanism exists at later stages of 
glucose oxidation has not been investigated.® 

The complete oxidation of 1 molecule of glucose involves the 
removal of twelve pairs of hydrogen atoms. Since 10 moles of 
P can be esterified during this process, it might be concluded 
that the efficiency of the phosphorylation obser\'ed here is prac- 
tically maximal. However, as Belitzer and Tsibakova (17) 
have pointed out, the possibility remains that not onl}' the pri- 

' The oxidation of a-ketoglutarate to succinate, which is analogous to 
the oxidation of pyruvate to acetate, would yield sucoinyl phosphate as 
the primary oxidation product. 
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mary removal of hydrogen from the substrate but also the fur- 
ther steps in the transfer of hydrogen from pyridine, thiamine, 
etc., to oxygen, may be linked with phosphorylation. If this 
were the ease, the ten phosphorylating steps observed here would 
be only a fraction of the total number of phosphorylations which 
might be linked with glucose oxidation. Belitzer and Tsibakova, 
in support of the latter view, have found that the uptake of 1 
atom of 0 can be associated with the csteriftcation of from 2 to 
3.5 atoms of P in minced heart musele. Ochoa (21) has shown 
that in brain extracts, when pyruvate is oxidized, 2 atoms of P 
can be esterified per atom of 0 consumed, whereas when succinate 
is oxidized the ratio is 1:1. Similarly, in heart extract, w’e 
have found ratios higher than 1 with pyruvate as substrate, and 
ratios, of 1 or lower with aueeluate as substtate. 

The “aerobic glycolysis” which is obsenmd in kidnej’’ extracts 
might be due to several factors. The reaction between triose 
phosphate and pyridine nucleotide may occur faster than the 
reaction of dihydropyridine with flavoprotein — ^ cytochrome 
system oxygen; this would permit pyruvate to act as H ac- 
ceptor, a reaction which is dependent on the activity of the lactic 
dehydrogenase. The oxidation of pyruvate may be slow, so that 
it accumulates in sufficient amounts to compete with oxj'-gen as 
H acceptor. Which of these possibilities is realized has not been 
investigated. The basic reaction here, as in heart extract, is the 
esterification of 5 to 6 molecules of glucose for each molecule of 
glucose burned; the lactic acid formation is a secondary reaction. 

In the simplified system represented by tissue extracts the 
energj’- derived from oxidations, if it is used at all, can be used onlj’’ 
for phosphorylations, since other reactions which require energy 
do not occur. In the normal cell, undef aerobic conditions, 
hexose diphosphate does not accumulate and lactic acid is not 
formed; this means that the energ}’^ derived from oxidations in- 
stead of being used exclusively for the transfer of phosphate to 
glucose is diverted to a variety of other cellular functions.® This 
is merely an expression of the regulatory function of the cell which 
permits it to direct the flow of energj’- into various channels. The 

* Glucose, in order to be converted to glycogen, must first be pbos- 
phorylated; in this case a considerable part of the oxidative energy may be 
used for glucose phosphorylation. 
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aerobic gl 3 '^colysis which occurs in "damaged” cells may be due 
to a derangement of this regulator!’- function which results in the 
utilization of a greater percentage of oxidative energy for glucose 
phosphorj’lation. 

SUMilART 

1. Extracts of heart muscle and kidney oxidize glucose to carbon 
dioxide and water. For 1 mole of glucose which is complete!}’- 
burned, an additional 6 moles of glucose disappear, 5 of which 
are identified as fructose diphosphate in experiments with heart 
extract. This indicates that at least ten of the hydrogen transfers 
involved in the complete oxidation of glucose are linked with 
phosphoi^’lation. In kidney extracts, which exhibit no anaerobic 
glycolysis, aerobic glycolysis occurs; f.e., a large part of the hexose 
diphosphate formed from glucose is changed to lactic acid. From 
70 to 90 per cent of the glucose which disappears is accounted for 
in these experiments with heart and kidney extract. 

2. The o.xidation of glucose in these extracts is preceded by 
phosphor}’lation and follows the path triose phosphate —* phos- 
phoglycerate — > p}Tuvate — ^ CO 2 + HjO. The oxidation of 
glucose is prevented by fluoride, which inhibits the transformation 
of phosphoglycerate to pyruvate. The oxidation of pyruvate 
requires catalysis by the succinic-fiunaric system and since 
glucose is oxidized over pyruvate it also requires a catalytic 
amount of fumaric acid for its oxidation. 

3. Liver extracts are able to phosphor}date and to oxidize 
glucose. In the presence of fluoride and glucose, hexose diphos- 
phate accumulates when glutamic acid is used as the oxidizable 
substrate. In brain extracts a phosphor}’lation of glucose to 
fructose diphosphate, linked -with the oxidation of p}Truvate or 
succinate, has been demonstrated. 

4. The oxidation of succinate leads to the phosphorylation of 
mannose and adenosine in kidney extracts; the former is converted 
to fructose diphosphate, the latter to a mixture of adenylic acid 
and adenosine polyphosphate. 

5. An anaerobic transfer of the labile phosphate groups of 
adenosine triphosphate to glucose in the presence of monoiodo- 
acetate has been demonstrated in heart extract. 

6. The relation of these findings to the utilization of oxidative 
energy in the cell is discussed. 
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The authors are indebted to Mrs. Mary S. Welch for assistance 
in the experimental work, 

BIBLIOGRAPHY 

1. Colowick, S. P., Welch, M. S., and Coi'i, C. F., J. Biol. Chcni., 133, 

359 (1940). 

2. Colowick, S. P., Welch, M. S., and Cori, C. F., J. Biol. Chevi., 133, 

641 (1940). 

3. Wendel, W. B., /. Biol. Chcm., 94, 717 (1931-32). 

4. Clift, F. P., and Cook, R. P., Biochcm. J., 26, 1788 (1932). 

5. Annan, E., and Erdos, T., Z. physiol. Chcm., 267, 111 (1939). 

6. Banga, I., Ochoa, S., and Peters, R. A., Biochcm. J., 33, 1980 (1939). 

7. Roe, J. H., J. Biol. Chcm., 107, 15 (1934). 

8. Summerson, W. H,, J. Biol. Chcm., 130, 149 (1939). 

9. Ochoa, S., Nature, 146, 747 (1940). 

10. Kalckar, H., Biochcm. J., 33, 631 (1939). 

11. Colowick, S. P., J. Biol. Chcm., 124, 557 (1938). 

12. Jephcott, C. M., and Robison, R., Biochcm. J., 28, 1844 (1934). 

13. Lohmann, K., Biochcm. Z., 262, 137 (1933). 

14. Ostern, P., Terszakowec, J., and Hubl, S., Z. physiol. Chcm., 266, 104 

(1938). 

15. Krebs, H. A., Biochcm. J., 34, 775 (1940). 

16. Kalckar, H., Emymologia, 6, 209 (1939). 

17. Belitzer, V. A., and Tsibakova, E. T., Biochimia, 4, 516 (1939). 

18. Negelein, E., and Bromel, H., Biochcm. Z., 303, 133 (1939). 

19. Warburg, 0., and Christian, W., Biochcm. Z., 303, 40 (1939). 

20. Lipmann, F., in Cold Spring Harbor symposia on quantitative biology. 

Cold Spring Harbor, 7, 248 (1939); J. Biol. Chcm., 134, 463 (1940). 

21. Ochoa, S., Nature, 146, 267 (1940). 



SOME ADDITIONAL OBSERVATIONS ON THE 
SPECIFICITY OF CHOLINESTERASE 

Bt DAVID CLICK 

(From the Laboratories of the Newark Beth Israel Hospital, Newark) 
(Received for publication, September 14, 1940) 

As an extension of pretnous investigations (1, 2) concerning the 
specificity of cholinesterase, the present study deals with the 
effect upon enzjnnatic hydrolysis of variations in the chain length 
of the acid component of choline esters. 

It is known from earlier work (3, 1) that increasing the normal 
chain length from 2 to 4 carbon atoms results in increased enzjuna- 
tic and decreased alkaline splitting. However, nothing has been 
reported concerning the hydrolysis of the successively higher mem- 
bers of the series. It was shown (1) that the df-caproyl-i3-methyl- 
choline chloride is hydrolyzed, enzymatically, over 4 times as fast 
as the corresponding acetyl ester, while the latter undergoes non- 
enzymatic scission at a rate over 4 times that of the former. In 
the same communication it was reported that isovaleryI-/?-di- 
methyl- 7 -homocholine iodide was hydrolyzed over 3 times as 
fast as the corresponding acetyl derivative, while the non-en- 
zymatic splitting of the latter was about 1.5 times that of the 
former. 

In this paper the preparation and hydrolysis of the esters of 
the normal 5-, 6-, and 7-carbon acids will be described as well as 
the succinic and maleic acid derivatives. Of these, to the author’s 
knowledge, only valerylcholine has been prepared pre^dously. 
The /S-bromoethyl esters serving as intermediates for the prepara- 
tion of the choline esters have not been described before, and these 
as well as the choline ester chloroplatinates have also been pre- 
pared. 

EXPERIMENTAL 

The manometric method with the Warbrng apparatus and horse 
serum as the source of enzyme was employed for the hydrolysis 
studies as already described (1). 

357 



358 Specificity of Cholinesterase 

fi-Bromoethyl Bsters—These were prepared by refluxing an 
excess of the acid anhydride with ethylene bromohydrin on a 
steam bath. The oily product was washed in a separatory funnel 
with cold water, treated with cold NaoCOi solution followed by 
cold CaClz solution, and then dried with anhydrous Na2S04. 
Final purification was effected by vacuum distillation (Table 1). 
The esters were all colorless oils with the exception of the maleate 
which was a colorless solid. The latter compound was purified 
by four crystallizations from absolute alcohol. 

Choline Bromide Esters — ^The appropriate d-bromoethyl ester 
was added to an excess of anhydrous (CH 3 )aN in dry benzene. 
The cooled reactants were placed in a brown glass tube which was 
kept in a salt-ice bath; the tube was sealed, and allowed to stand 


Table I 

Preparadon of fi-Bromoclhyl listers 


^-Bromoetbyl esters 

Vroction co^^ectril \jy 
vacuum distillation 

Percentage Br 




Theory 

Found 

I — - 

Valerate 

'C. 

112-114 

1 

1 mm. ! 

1 

25 


38.4 

Caproate 

124-126 

23 


35.9 

Heptoate 

138-140 

24 

33.7 

33.5 

Succinate 

216-217 

26 

48.1 

48.0 

Maleate 

66 (m.p.) 


48.4 

48.4 


at room temperature for 2 days protected from direct light. 
Crystals of the choline ester salt which formed were washed with 
dry ether, dissolved in absolute alcohol, and precipitated by addi- 
tion of dry ether. This process was repeated two times; the 
final product was quickly filtered off by suction, and dried in a 
vacuum desiccator over P^Os. The esters of the monobasic acids 
are deliquescent, but those of the dibasic acids are not. 

In some cases addition of ether to the alcoholic solution of the 
choline ester yielded an oil instead of the solid. It was found that 
if acetone were substituted for the alcohol, ether precipitation 
gave solids. Hence the final precipitation was made from acetone 
solution in the cases of caproate, heptoate, and succinate. 

It may be seen from the analytical data in Table II that the 
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Br content of the heptoate is above the calculated value, while 
the caproate and valerate contain Br in more nearly the theoretical 
percentage. The impurity responsible is relatively rich in Br, 
is less soluble than the desired compound, and can be removed to 
a great extent by discarding the first material precipitated by the 
ether. However, it could not be completely eliminated even after 
repeated fractional precipitations. Fortimately, the impurity 
had little effect upon the hydrolysis studies, under the conditions 
employed, since fractions containing a higher percentage of the Br 
were split at approximately the same rates as the purer compounds. 
For e.xample, a fraction containing 30 per cent Br was split by the 
en 2 yme at a rate corresponding to the liberation of 118 c.mm. of 
COs compared to 125 c.mm. for the fraction containing 28.3 
per cent. 


Table II 

Prcparaiion of Choline Bromide Esters and Their Chloroplalinales 


ChoUne bromide ester 

Percentose Br 

M.d. of Ft salt 

Percentage Ft 





Valerate 

Caproate 

Heptoate 

Succinate 

Maleate 

29.8 

28.3 

27.0 

35.5 

35.7 

30.6 

29.0 
28.3 
35.5 

35.0 

"C. 

211 

204-206 

198-200 

222 (decomposed) 
230 " 1 

24.9 

24.0 
23.2 

28.0 
28.0 

24.7 

24.7 

23.3 

27.3 

28.4 



The choline ester bromides, rather than the chlorides, were 
prepared because of the greater tendency of the latter to form 
oils difficult to purify. 

Choline Ester Chloroplatinates — These salts were prepared from 
PtCh and the choline ester bromides. As indicated in the pre- 
ceding paper (2), an excess of PtCl» results in displacement of 
the halogen from choline ester bromides or iodides, yielding the 
compounds, PtCl6[N(CH3)jCH2CH20C0R]2 and PtCle[(N- 
(CH3)3CH2CH20C0)2R'], corresponding to esters of mono- and 
dicarboxylic acids respectively. Each chloroplatinate was pre- 
cipitated by mbeture of the absolute alcohol solutions of the two 
reactants. The precipitate was washed repeatedly with absolute 
alcohol and finally with dry ether, and the product was dried in 
vacuo over P 2 O 6 . 
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DISCUSSION 

The effect upon both enzymatic and alkaline hydrolysis of in- 
creasing the number of carbon atoms in the n-acyl group is ap- 
parent from Fig. 1. It might be pointed out that in an earlier 
communication only slight enzymatic scission Avas obscr\'cd with 
the 16-carbon acyl ester when a suspension of this rather insoluble 
compound w'as tested (1). 

The values for the hydrolysis of the succinyl- and maleylcholine 
esters, compared to acetylcholine, are given in Table III. A 
possible explanation of the w'caker enzyme action in these cases 



Fig. 1. Enzymatic and non-enzymatic hydrolysis of n-acyl choline 
esters. O, enzymatic scission corresponding to the left-hand scale of 
ordinates. X, non-enzymatic scission corresponding to the right-band 
scale of ordinates. The ordinates are expressed as c.mm. of CO 2 liberated 
in 30 minutes at 30° in a total volume of 4 ml. containing 1 per cent sub- 
strate and 0.5 per cent horse serum. Data for the esters of the 2-, 3-, and 
4-carbon acids were taken from an earlier paper fl). 

is that the proximity of the two acyl groups in the molecule con- 
stitutes a steric configuration that makes it difficult for active 
centers on the colloidal enzyme particles to come into contact 
with the ester linkages they are to affect. Apparently the un- 
saturated ester is split faster. 

One might expect that those choline esters more rapidly hy- 
drolyzed by cholinesterase would exhibit weaker or at least more 
transient biological effects on tissues containing this enzyme. 
That this is not necessarily the case, however, was demonstrated 
with the acetyl esters of thiocholine and two of its derivatives 
(2), Another example is to be found in the data given in this 
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paper when compared with the biological effects of acetyl-, 
propionyl-, butyryl-, and valerylcholine reported by Chang and 
Gaddum (-1). These workers found that the effect on blood pres- 
sure of the rabbit decreased as the molecular weight of the ester 
increased, and that the same was true for the effect upon con- 
traction of the isolated rabbit intestine. Were there a correlation 
between enzymatic scission and ph 3 '-siological response, the butyiyl 
cpmpound would have produced less effect than the valeryl ester. 
Furthermore, enzyme action appears to play no role in the activitj^ 
of the esters on frog rectus muscle, since Chang and Gaddum found 
little difference in effect with or without the presence of eserine, 
and eserine practically abolishes cholinesterase activity. Ad- 
ditional lack of correlation is seen in the fact that propionyl- 
choline elicited the strongest response from frog rectus muscle. 

TABI.E III 

E^ect oj Addilional Structural Changes on Hydrolysis of Choline Esters 

I Hydrolysis (30 min., 30“, 4 ml. 

1 total volume, I per cent 
_ , substrate), c.mm. COs 


i 

Non- 

entymatic 

EnrjTnatJe (0.5 
per cent serum) 

Acetj’lcholine "Chloride j 

13 

100 

Succin 3 'lchorme bromide 

27 

4 

Malej'Icholine bromide . . . . | 

120 

13 


In the case of leech muscle, propionylcholine was less potent in 
producing contractions than either acetjd- or butjTylcholine. 

SUM5URY 

The ^-bromoethyl and choline bromide esters of valeric, caproic, 
heptoic, succinic, and maleic acids were prepared, as well as the 
chloroplatinates of the choline esters. 

From previous data plus those presented in this paper, it follows 
that enzymatic scission of n-aejd choline esters increases with 
lengthening of the hydrocarbon chain to the butjTiyl compound, 
and decreases thereafter. The esters of the dicarboxj'lic acids 
are spUt relatively slowly; the succinyl compound was hj'drolyzed 
at a slower rate than maleylchoUne. 
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In regard to the 7i-acyl choline esters from acetyl to valeryl 
inclusive, there appears to be no relation between the enzymatic 
hydrolysis found in this work and the biological effects reported 
by Chang and Gaddum (4). 
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THE RIBOFLAVIN CONTENT OF BLOOD AND BRINE* 
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Although a variety of methods for determining riboflatdn has 
been proposed and numerous assays on a -wide range of biological 
material carried out, very few data are available regarding the 
riboflatrin content of the blood and urine of various animal species, 
and especially of human subjects. This is probably attributable 
in part at least to the difSculty of estimating accurately the small 
amounts of riboflavin in these materials. 

The present paper reports a study of, first, the applicability 
of the bacterial method of Snell and Strong (1) to blood and urine, 
second, some obsenmtions on the amount of ribofiavin foxmd in 
the blood and urine of human adults and of several animal species, 
and third, the effect of varied intahe on the urinary accretion of 
riboflavin by the human. 


EXPERIMENTAL 

The assays were carried out by the bacterial method as pre- 
viously described (1), The samples were diluted to a convenient 
volume, and suitable aliquots pipetted directly into the culture 
tubes. For bloods this dilution was usually 5- to lO-fold. The 
samples were preserved during the interval between collection and 
analysis by adding small amoimts of toluene and chloroform (or 
thymol in a few cases) and placing them in a cold, dark place. 
Control experiments indicated that in the quantities used these 

* Published with the approval of the Director of the Wisconsin Agri- 
cultural Experiment Station. 

t Wisconsin Alumni Research Foundation Fellow, 
t Wisconsin Alumni Research Foundation Scholar. 
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preservatives had no influence on the assay. Alkalinity in the 
urine samples was avoided by addition of 3.0 cc. of glacial acetic 
acid to each 24 hour sample as it was collected. The necessity of 
this precaution was demonstrated by the loss of approximately 50 
per cent of the riboflavin from a urine of pH 8.5 to 9.0 during 3 
days storage in the refrigerator. 

Bloods— When whole, hemolyzed blood was assayed as above, 
the incubated assay tubes contained a large amount of red-brown, 
fibrous solid matter, which made titration difficult, and apparently 
altered the normal growth of the bacteria, since low results were 


Table I 


Microbiological Dclcrminalion of Riboflavin in Blood and Urine 


Materia! and preparation 

Diluted solu- 
tion added 

Titration, 0.1 

N alkali 

Riboflavin 

Per tuba 

Per gm. samplo 


cc. per lu!)C 

cc. per lube 


7 

Oxalatcd clog blood; 

1.0 

4.1 


1.12 

diluted 10 times and 

1.0 

4.0 



allowed to hemolyze 

1.5 

5.5 




1.5 

5.3 




2.0 

6.4 




2.0 

6.2 



Human urine; diluted 

1.0 

1.8 

0.050 


10 times with water 

1.0 

1.9 

0.053 

0.53 


2.0 

3.0 

0.093 

0.47 


2.0 

2.7 

0.082 

mEm 


4.0 

5.7 

0.190 

■SB 


4.0 

5.3 

0.175 

■■ 


obtained on tubes containing over 0.2 cc. of blood. However, 
concordant and reproducible values were obtained by using less 
than this amount of blood per tube, and titrating in the presence 
of a large amount of indicator. For this purpose a brom-thymol 
blue solution of 5 times the usual strength was used. Alterna- 
ti^•ely the precipitate was filtered off, washed, and the filtrate 
titrated. The agreement at different levels is indicated by the 
data in Table I. 

The results of such assays on a variety of blood samples are 
recorded in Table II. Each figure is the average of values from 
duplicate tubes at three different levels. Assays on ten samples 
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of blood obtained over a 6 -vreck period from an additional bmnan 
subject showed 0.42, 0.51, 0.48, 0.53, 0.40, 0.45, 0.43, 0.48, 0.44, 
and 0.54 y, witli an average of 0.47 y per cc. respectively. 

EA-idence for the validity of the results in Table II was obtained 
by recover}' c-vperiments on whole blood. On ten samples of 
human blood recoveries of added riboflavin as determined by 
direct assay were 126, 108, 103, 124, 106, 106, 106, 98, 116, and 88 
per cent respectively. Each figure is the average result from six 


Table II 

Rihofiavin Content of Bloods 
All figAircs arc in micrograms per cc. of whole blood. 


Baaple 

No. 

Hos 

CbU 

Rat 

Dos 

Homan 

1 

1.03, 0.87, 

0.93, 0.91, 
1.00; 

(0.95)* 

0.46, O.GO, 
0.63, 0.56, 
0.52, 0.55, 
0.52; 

(0.55) • 

0.41 

l.OS, 0.83; 
(0.96)* 

0.51, 0.51, 

O.&t; 
(0.52)* 

2 


0.43 

0.43 

0.91 

0.50, 0.54; 

(0.52)‘ 

3 

4 


0.39 

0.41 

0.51 

1.00 

l.OS, 0.92; 
(1.00)* 

0.43 

0.49 

Average 

0.95 

0.44 



0.49 


* These figures were obtained by repeated assays on samples of whole 
oxalated blood which were kept in a refrigerator and preserved by the 
addition of approximately 0.1 cc. of chloroform per 100 cc. of blood. Some 
of the above determinations were made as long as 2 months after the sample 
had been collected. The figures in parentheses are averages. 

assay tubes. Similar experiments on animal bloods gat'e the 
following per cent recoveries: calf blood 121, 128, 132, 114, 118, 
101; hog blood 121, 128; rat blood 99, 116; dog blood 105 and 136. 
It is apparent that the recoveries, especially on the animal bloods, 
■were somewhat too high. 

Attempts to separate the riboflavin from the bulk of the blood 
solids by an extraction procedure were at first unsuccessful. Auto- 
cla'ving with as high as 50 volumes of water, or ■with various con- 
centrations of acid, and centrifuging off the insoluble material after 

















366 


Riboflavin in Blood and Brine 


neutTaUzation yielded extracts containing variable amounts oi 
riboflavin, but never more than about half of the total amount 
present in the original blood as determined by direct assay. Ee- 
peated washing of the insoluble matter or attempts to elute with 
0.1 N HCl-methanoi (1 : 1) gave only traces of additional riboflavin. 
Furthermore, when pure riboflavin was added to whole blood and 
attempts made to extract it as described above, low and variable 
recoveries ranging from 50 to 93 per cent resulted. 

A preparation showing substantially the amount of riboflavin 
indicated by direct assay was, however, obtained from a sample of 
blood by the following procedure. A mixture of 15 cc. of human 
blood, 100 cc. of water, and 1 cc. of 10 per cent HCl was centrifuged 
1 hour, and the supernatant liquid decanted from the small gummy 
precipitate. The supernatant was stirred f hour with 2 gm. of 
Lloyd’s reagent, centrifuged, and the adsorbent combined with 
the above precipitate. The filtrate, which still contained the bulk 
of the blood solids, contained no riboflavin, and when known 
amounts of riboflavin were added to it, quantitative recoveries 
were obtained. The combined adsorbent and precipitate were 
found to contain riboflavin equivalent to 0,64 y per cc. of the 
original blood. Direct assay of the blood gave 0.54 y per cc. 

Urims — Preliminary experiments to establish the validity of 
the bacterial determination of riboflavin in urine are summarized 
in Table III. The photolysis was accomplished by exposing a 
1 cm. layer of basified urine (pH 9.0) for 48 hours at a temperature 
of 25° or less to light from a 100 watt bulb at a distance of 25 cm. 
This treatment destroyed over 95 per cent of the riboflavin origi- 
nally present. Photolysis at neutrality in the presence of chloro- 
form as an antiseptic was attempted, but only 75 per cent of the 
riboflavin was destroyed in 72 hours. The adsorption on Lloyd's 
reagent was carried out by stirring 100 cc. of acidified urine (pH 
2.0) for 1 hour with 2 gm. of the adsorbent and filtering. Over 98 
per cent of the riboflavin was thereby removed. In this connec- 
tion it was found that riboflavin adsorbed on Lloyd’s reagent could 
be very successfully assayed by adding the adsorbate directly to 
the assay tubes. 

It will be noted that riboflavin added to whole urine was quanti- 
fativdj'' recovered, and furthermore that known amounts were 
accurately determined in the presence of urine from which the 
riboflavin had been removed by photolysis or adsorption on 
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Lloj'd’s reagent. No difficulty was e.vperienced in obtaining con- 
cordant results at different levels (Table I). It therefore seems 
very probable that the bacterial assay proiudes reliable values for 
the riboflavin content of urine. 

In order to ascertain the urinarj' e.xcretion of riboflavin by 
normal adults, assays were made on a number of 24 hour samples 


Table III 


DcUrminalion of Ribojlarin in Urine 


Sam- 

ple 

Ko. 

Urine7analy*cd 

Highest 
amount of 
urine per 
assay tubs 

RlboEavin i 

Kccor- 

cry 

Species 

Prclininurj- treatment 

Added 

Found 




ec. 


r p«rcc. 

per cerd 

1 

Human, 24 hr. 

None 

0.20 


1.02 



samples 

" 

0.10 

1.00 

2.00 

9S 

2 


tt 

0.50 


0.34 



1 

1 




0.31 




4t 

0.30 

0.25 

0.59 

106 



ft 

0.30 

0.33 

0.67 

104 



Photolyzed 

1.00 


0.01 




ft 

0.50 

0.20 

0.20 

100 



Adsorbed on 

4.00 


0.002 




Lloyd’s reagent 







ff ft 

2.50 

0.033 

0.032 

96 

3 


JCone 

0.20 


0.71 



1 

<r 

0.05 

1.0 

1.71 

100 

4 

Guinea pig 

ft 

0.10 


2.10 




ft 

0.05 

2.0 

4.28 

107 

i 


Photob'zed 

2.00 


0.12 


1 


tf 

1.00 

0.10 

0.22 

100 

5 


None i 

0.10 


1.50 




ft i 

0.05 

2.00 

3.36 

93 

6 

Dog 

ft 1 

0.10 


1.50 


7 


ft 1 

0.10 


2.50 



obtained from University students and faculty. The results are 
collected in Table IV. 

A study was also made of the urinary riboflavin excretion of four 
young college women on a diet supplying knomi amounts of the 
■vitamin. This diet was planned for the primary purpose of study- 
ing nitrogen balance in human subjects.^ Each member of the 

' This experiment was under the direction of Professor M. S. Reynolds 
of the Department of Home Economics. 
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“diet squad” consumed a constant, weighed quantity of the food, 
so that the daily protein intake was 25 gm. The results are 
summarized in Table V. Urinary excretions on an unrestricted 
diet can be seen in Table IV. The experimental diet was eaten 
by each subject for 3 days before any urine samples were collected. 
During most of the experimental period the urines were assayed 
only every 2 days, consecutive 24 hour samples being pooled. It 
should be noted, however, that the results in Table V are expressed 
as micrograms ingested or excreted per 24 hours. On the 16th 
day 2 mg. of pure riboflavin were given orally, and on the 17th 

Table IV 


24 Hour Urinary Excretion of Riboflavin by Human Adults on Unrestricted 

Diets 


Sub- 

ject 

No. 

Sex 

Excre- 

tion 

Subject 

No. 

Sex 

Excre- 

tion 

Subject 

No. 

Sc-X 

Excre- 

tion 

1 

Male 

y 

750 

7 

Female 

y 

576 

11 

Female 

y 

477 

2 

Female 

530 


Male 

480 

11 

tt 

630 

3 

({ 

667 


Female 

680 

11 

tt 

2248t 

4 

U 

684 

10 

it 

550 

12 

tt 

602 

5 

(t 

480 

11 

it 

587 

12 

tt 

. 697 

6 

tt 

547 

11* 

tt 

704 

12 

tt 

780 







12 

tt 

833 


* Samples collected on different days from the same subject are indicated 
by repetition of the subject number. The subjects were selected from 
University students and faculty. 

t Approximately i pound of beef liver was ingested bj’’ Subject 11 on 
this day. 

day, 5 mg., and during this period the urine samples were analyzed 
daily. The intakes were in each case determined by bacterial 
assays on representative portions of the diet. 

Blood riboflavin determinations were carried out on Subjects 
3, 4, and 5 on the 15th day, and the values 0.33, 0.35, and 0.29 
7 per gm. respectively were found. 

The response of several other normal human subjects and of 
several clinical patients to oral administration of pure riboflavin 
is shown in Table VI. Normal excretions of Subjects 1, 2, and 11 
have ahead}’’ been given in Table IV. Of the clinical patients, 
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Table V 

£4 Hour Urinary Excretion of Riboflarin on Controlled Diets 


Blood ribofl-wn determinations were carried out on Subjects 3, 4, and 
5 on the 15th day. and the values 0.33, 0.35, and 0.29 y per gm. respectively 
were found. 


Oaj-s 

Subject 3 

Subject A 

Subject 5 

Subject C 

Intake 

Excretion 

Ininke 

Excretion 

Intake 

Excretion 




7 

7 

7 

7 

7 

7 

n 

7 

1, 2 

1653 

500 

1653 

320 

1464 

320 

ESI 

3S0 

3, 4 

1653 

460 

1053 

300 

1404 

360 


320 

5, 0 

1653 

290 

1053 

150 

1451 

240 

1404 

270 

7. 8 

1130 

146 


94 

1258 

76 

1125 

196 

9, 10 

1130 

102 

1^ 

98 

1258 

78 

1125 

132 

11, 12 

1130 

74 

125S 

56 

1258 

51 

1125 

76 

13, 14 

1927 

ns 

1938 

92 

1869 

104 



15 

1927 

120 

1938 

151 

1809 




16* 

3927 

500 

3938 

440 

3809 

380 



irt 

0927 

3780 

0938 

3280 

• 




18 

1927 

500 

1938 

470 






* 2 mg. of riboflavin were administered orally at 9.00 a.m. 
1 5 mg. of ribofla'vin were administered orally at 0.00 p.m. 


Table VI 


24 Hoar Urinary Excretion of Pure Riboflavin Administered to Human 

Subjects 


m 

1st day I 

1 

1 2nd day 

3rd day 

4th day 

' Admints> 
tcr^' 

Excreted 

Adminis- 

tered* 

Excreted j 

Adminis- 

tered* 

Excreted 




7 

7 

7 

1 

i 

7 

i 

^ i 

1 

7 

7 

1 

5000 

4250 

5000 

3190 , 

None 

1510 j 

None 

1110 

2 

5000 

4720 

5000 

4500 1 

tt 

1090 

tt 

870 

11 

None 

587 

None 

704 





11 

tt 

700 

tt 

770 

5000 

3300 

5000 

1940 

13 

tt 

19 

tt 

21 

1 




13 

it 

60 

tt 

50 1 

5000 

1180 

5000 

2640 

14 

tt 

832 1 

6000 

1760 j 

6000 

4650 

6000 

5520 

15 

3000 

220 

3000 

t i 

3000 

2324 

3000 

798 

16 

4000 

304 

4000 

106 j 

4000 

98 




* In addition to dietary' intake, 
t Sample lost. 
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Subject 14, age 29, was suffering from a skin disease diagnosed as 
pemphigus; Subject 15, age 47, was an achondroplastic dwarf with 
a history of malnutrition; and Subject 16, age 18, was in the 8th 
month of pregnancy and was suffering from congenital S3rphilis, 
nausea, vomiting, and malnutrition. The urinary riboflavin out- 
put of Subject 14 was followed for approximately 3 weeks prior 
to the initiation of riboflavin therapy, and found to average 250 7 
per 24 hours (extremes 98 to 399 7)- One 24 hour sample from Sub- 
ject 15 obtained 2 days before the riboflavin therapy was started 
contained 57 y of riboflavin. Subject 13 was an apparently 
normal young woman whose urinaiy riboflavin excretion on her 
usual diet was abnormally low (see Table VI, 1st and 2nd days). 

DISCUSSION 

Since assays on blood in which over 0,2 cc. of the blood was 
added per tube usually gave lower results than the values obtained 
on quantities less than 0.2 cc., some doubt existed as to which 
figure should be trusted. It was for this reason that attempts 
were made to separate the riboflavin from the bulk of the blood 
solids so as to obtain preparations easy to assay. The attempt 
was successful in one case, and the riboflavin content of the prepa- 
ration was found to be close to that determined directly on the 
whole blood. The failure of the simpler extraction procedures is 
understandable in view of the high protein and low riboflavin 
content of blood. The probability that more riboflavin was 
actually present than could readily be extracted was strengthened 
by the observation that added riboflavin was also not quantita- 
tively extracted by similar procedures. It is believed that the 
above evidence, the successful recovery of added riboflavin (at 
least in human bloods), and the good agreement at different levels 
below 0.2 cc. per tube indicate that the direct bacterial assay of 
blood furnished a reliable measure of the riboflavin present. 

All the human bloods assayed contained in the neighborhood of 
0.5 y of riboflavin per gm., except in the case of the three subjects 
on restricted riboflavin intake. Rat and calf bloods contained 
about as much of the vitamin as the human blood, while the 
amount found in dog and hog bloods was about twice as high. 

few ^’^alues are available in the literature to compare with 
these results. Ochoa and Rossiter (2) found 50 to 65 y of allox- 
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azine-adenine dinucleotide per 100 cc. of rat blood, a figure equiva- 
lent to 0.20 to 0.27 y of riboflavin per cc. Fraser et ah (3), using 
the bacterial method of assay, found the blood of rats and dogs 
on normal diets contained 0.22 and 0.63 y of riboflavin per cc. 
respectively. However, thej’ regarded the results as of question- 
able value because of substances in the bloods which inhibited 
growth of the bacteria. 

The daily urinarj' excretion of riboflavin by normal human 
adults appears to bo of the order of 500 to 800 y on unrestricted 
diets. This value rapidly decreased to 50 to 150 y on a dietary 
intake of 1 to 2 mg. of riboflavin per day in the case of four normal 
young women. These data would appear to indicate that such 
an intake of riboflavin is at best no more than marginal, and 
perhaps insufficient satisfactorily to supply the daily requirement. 
When ex-tra amounts of riboflavin (2 to 5 mg. per day) were given 
orally to normal persons, the bulk of it was promptly excreted 
(Table V), but in the case of several individuals whose urinary 
excretion suggested a low level of ribofla\dn nutrition this response 
was delayed or absent (Tables V and VI). 

Previous studies of urinary ribofla\'in excretion have yielded 
similar results. Helmer (4) reported e.xcretions of 120 and 175 
Bourquin-Sherman units in the pooled 24 hour urine samples of 
two persons. If 1 Bourquin-Sherman unit is regarded as equal to 
3 7 of riboflann, these figures are equivalent to 360 and 525 y 
respectively. The assays of Roscoe (5) probably measured other 
B \’itamins as well as riboflavin. Emmerie has reported values 
ranging from 276 to 1250 y in several normal human urines (6). 
Fraser el al. (3) and Vivanco (7) found sharp decreases in the 
urinarj' excretion of dogs and rats on lowered intakes, and increases 
followed the administration of riboflavin. Emmerie (6, 8) has 
made similar obsen'ations on several human subjects. 

SU.MMARY 

1. The applicability of the bacterial riboflavin assay method to 
blood and urine has been established. 

2. The content of riboflavin in the blood and mine of normal 
individuals of human and other species has been determined. 

3. The response of urinary excretion of ribofla\dn to increased 
and decreased intakes has been studied. 
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In a previous publication (1) evidence was presented to show 
that the grow-th-stimulating effect of polished rice or cartilage 
could be duplicated b\' two substances, glycine and chondroitin, 
fed jointh'. Each of these compounds was found necessarj' for 
the optimal growth of the chick. Further evidence (2) was ob- 
tained which showed that the active constituent of ehondroitin 
is glucuronic acid. We have also found that a number of other 
substances are able to sen-e as the carbohydrate moiety of the 
"rice factor.” These include certain vegetable gums, pentoses, 
and he-xuironic and he.\onic acids. 

Methods and Results 

The basal diets varied somewhat as the work progressed simul- 
taneously in both laboratories. These modified diets, which dif- 
fered in minor respects in composition of the salt mLxture, kind 
of vegetable oil, and nature of the principal energy source, were 
found to jdeld similar results when compared. The following 
diet is representative: water-washed fish meal 15.0, water- 
washed casein 10.0, gelatin 5.0, salts 4.5, brewers' yeast 10.0, 
sardine oil, fortified, 0.5, soy bean oil 5.0, cerelose (glucose) or starch 
and sucrose to 100.0, he.'sane e-xtract of dried alfalfa equivalent 
to 1 per cent. 

White Leghorn chicks were used as the e.vperimental animals. 
They were housed in electrically heated, wire-floored, metal bat- 
tery brooders. The experimental test period varied from 2 to 
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4 weeks. When the shorter periods were used, they were preceded 
by a 1 or 2 week depletion period during which chicks were fed 
only the basal diet. Eight to twelve chicks were used in each 
group. Glucuronic acid was prepared by the method of Quick 
(3). The other supplements were commercial products which 
were in some cases tested by polariscope. The growth of chicks 
receiving each of the supplements was expressed in per cent of the 
growth made by chicks fed only the basal diet. This permits a 
comparison of data obtained in different series of tests. The re- 
sults are summarized in Table I. 


Table I 

Activity of Various Supplements As Sources of Carbohydrate Component of 

Rice Factor 


Supplement 

Level 

No. of trials 

Baaal gain 

Supplement 

Level 

No. of trials 

Basal gain 


per 


pep 


per 


per 


cent 


cent 


cent 


cent 

None 


15 

BthT 

d-Arabinose 

0.5 

4 

121 

Gum arabic 

5 

4 

128 

Z-Arabinose 

0.6 

3 

111 

tt it 

10 

5 

135 

(1 

1 

.5 

125 

Sodium alginate 

2 

4 

118 

d-Ribose 

0.6 

B 

105 

Gum tragacanth 

6 

3 

80 

Rhamnoae 

0.5 

H 

100 

Pectin 

2 

2 

95 

Glucuronic acid*. . . . 

0.5 

H 

129 

d-Xylose 

1 

8 

113 

Calcium gluconate. . . 

2 

3 

120 

11 

3 

6 

114 


4 

1 

129 





Galactomc lactone. . . 

1 

2 

130 


* Other data on glucuronic acid have been previously reported (2). 


After glucuronic acid had been found effective in promoting 
growth, vegetable gums known to be rich in uronic acids were 
tested. Gum arabic which contains 14 per cent glucuronic acid 
(4) and sodium alginate which yields on hydrolysis approximately 
90 per cent mannuronic acid (5) were found effective. As gum 
arabic also contains large amounts of Z-arabinose, and since uronic 
acids can be decarboxylated to pentoses, it seemed possible that 
the latter might also promote growth. It was subsequently found 
that d-xylose, d-arabinose, and Z-arabinose all caused a growth 
response. Calcium gluconate and galactonic acid lactone were 
similarly effective. 
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On the other hand, gum tragacanth and pectin, wliich contain 
33 and 07 per cent of combined galacturonic acid, respectively 
(6), gave no increases in growth. Probably the growth-promot- 
ing effect of any one of these gums will depend on its digestibility 
in the chick, as well as on composition. 

Generally, the supplements most clTective at the lower levels 
have been d-glucuronic acid and d-arabinose. Glucuronic and 
mannuronic acids can be regarded as interchangeable on the basis 
of a common enolic form. The conversion of either of these into 
arabinose would be a complicated process, although possible. 
There is a simpler theoretical relation between gluconic and galac- 
tonic acids and arabinose. By decarbo.vylation of these two acids, 
5-carbon alcohols arc produced which on oxidation of a terminal 
group can yield arabinose 

The authors are greatly indebted to Dr. J. J. Eiler and Dr. C. 
Entenman for assistance in the preparation of glucuronic acid, 
to Merck and Company, Inc., for the d-ribose, to the Kelco Com- 
paii}- for the sodium alginate, and to the California Fruit Growers 
Rxchange for the samples of pectin. Technical assistance in the 
Division of Poultr 3 ' Husbandry* was obtained through the Work 
Projects Administration under Official Project No. 65-1-08-91, 
Unit B6. 


SUMIIAHY 

A number of substances were found capable of serving as the 
carbohj'drate component of the “rice factor” for chicks. These 
include gum arable, sodium alginate, glucuronic and gluconic acid.s, 
galactonic lactone, arabinose, and xj'losc. 
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lu 1916 Bloor (1) called attention to the possibilit}’’ that cho- 
lesterol may take an active part in fat metabolism, and in recent 
years he has inclined to the view that fatti' acids are transported 
in part as cholesterol esters (2). This h3’pothcsis has recentlj" 
been vigorous^' supiiortcd b}’ Schramm and Wolff (3) on the basis 
of evidence concerning cholesterol esterases: the presence of 
esterifj'ing factors in scnim (4) and in pancreas (5, 6), and the 
discoverj- of a cholesterol ester-hydrol\'zing factor, active at 
pH 5.3, in liver and other tissues b^' Klein (7). Schramm and 
Wolff concluded from this evidence that cholesterol-esterif3ing 
S3'stems are pre.sent in e.\'tracellular spaces (blood stream, intestinal 
lumen) and h3'drol3'zing S3’stems within the cells, and the3' ad- 
vanced the h3'pothesis that fatt3’ acids are csterified mth choles- 
terol in the intestinal lumen before absorption into the cells of the 
mucosa^ and that fatt3' acids are carried from the blood into 

* Some of the experiments were carried out in the Chemical Laboratory 
of the Babies Hospital, with the aid of a grant from the Carnegie Corpora- 
tion of New York. 

‘ Because of his finding that a large part of ingested free cholesterol 
could be recovered in the thoracic chyle as cholesterol esters (8) and that 
free cholesterol was esterified on incubation mth pancreas in the presence 
of fat (5), Mueller suggested that the esterification of free cholesterol with 
fatty acids in the lumen of the intestine might be of fundamental impor- 
tance in absorption of cholesterol. Brockett, Spiers, and Himwich (9) 
concluded from their finding that a marked rise in cholesterol in the 
bunph accompanies the increase in fatty acids following fat feeding that 
cholesterol aids in the absorption of fatty acids, probably by forming esters 
with the fatt}" acids in the intestinal lumen. 
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tissue cells as cholesterol esters. It was implied that this is the 
major, if not the sole, mechanism for the transport of fatty acids 
into cells. If proved to be tenable, this hypothesis is manifestly 
of fundamental importance in lipid biochemistry. 

There can be no doubt of the existence of a cholesterol-esterify- 
ing factor in blood serum. We have found it in all species studied 
and the finding has been verified in several other laboratories. 
Further evidence for the presence of an esterifying factor in the 
pancreas has been supplied in the present study with the Sym (10) 
technique in which non-aqueous solvents are employed. 

The experiments described in this communication are of interest 
chiefly in their bearing on the third piece of evidence on which the 
hypothesis of Schramm and Wolff was based; i.e., the presence of 
a cholesterol ester-hydrolyzing factor in tissue cells. They were 
undertaken originally because of the following consideration: if 
the esterification of cholesterol takes place continuously in the 
blood serum in vivo as it does in vitro (4), there must be a continu- 
ous flow of cholesterol esters from the serum into the tissues, and, 
since cholesterol esters do not normall}’- accumulate in the tissues, 
the latter must contain active cholesterol ester-hydrolyzing sys- 
tems. Most of the work was carried out on two tissues, the liver 
because of its well known active lipid metabolism, and the brain 
because of its unique position in containing the largest average 
concentration of cholesterol of any organ and no cholesterol 
esters. 

The experiments with liver yielded two positive results, (o) 
On incubation of emulsions or suspensions of liver an esterifica- 
tion of cholesterol occurred. (5) In mixtures of the same prepar- 
ations with blood serum there was hydrolysis of cholesterol esters. 
Both reactions took place in the same pH range on the acid side 
of neutrality. The latter result represents a qualitative confirma- 
tion of Klein’s findings (7); but we were unable to demonstrate 
the high activity of liver preparations in hydrolyzing the choles- 
terol esters of blood serum reported by him, and our results indicate 
that the enzyme has an optimal activity at a considerably lower 
pH than he stated. 

Several investigators (11-14) have reported the presence of a 
cholesterol ester-hydrolyzing factor in liver, but Mueller (15) 
and Wendt (16) were unable to find it. Our results together with 
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those of Hein (7) show beyond doubt that such a factor occurs in 
liver and thus appear to support the hj'pothesis of Schramm and 
Wolff. However, the finding that a cholesterol-esterifying sy.stem 
is also present in liver complicates the picture and thus tends to 
weaken the argument which the}* have advanced. 

Our inabilit}' to obtain any evidence for the presence of cho- 
lesterol esterase in brain does not favor the h 3 *pothesis of Schramm 
and Wolff. It is possible of course that the enzjmie is more 
labile in this organ than in liver and that we have not hit upon the 
proper conditions for its action, or, most likely, it is of very low 
activity, as might be anticipated from the verj* slow rate of turn- 
over of cholesterol in adult brain (17). Furthermore, if the brain 
sj*nthesizes its 0 ’n*n fatty acids (17), cholesterol esterase would not 
be needed for the mechanism proposed by Schramm and Wolff. 

One of the outstanding facts of cholesterol biochemistry — the 
constancy of the proportion between combined and free cholesterol 
in blood serum (IS)— is difficult to correlate with this hj-pothesis. 
For, if fatty acids are carried largely as cholesterol esters, one 
might e.\"pect changes in the ratio during periods of intensive 
fatty acid metabolism, as during the absorption of fat. Schramm 
and Wolff (3) explained the constancy of the proportion by as- 
suming that the cholesterol, set free from cholesterol esters coming 
into the cells from the serum, is returned to the serum for re- 
esterification. This mechanism ma}* provide an adequate e-xplana- 
tion under physiological conditions, but in diseases such as 
hypothyroidism and nephrosis in which changes of several fold 
in the total cholesterol concentration of the serum maj’’ take place 
within a few days, it might be expected that this equilibrium would 
break down. However, in the absence of secondary factors such 
as infection, no significant variation in the ratio of combined to 
free cholesterol occurs. Some mechanism besides that proposed 
by Schramm and Wolff must be involved in maintaining the 
equilibrium during such episodes. 

Except for the hydrolysis of cholesterol esters in dog serum in 
the presence of bile salts (19) reactions catalyzed by cholesterol 
esterases proceed at a veiy slow rate. If cholesterol took such 
an active part in the transport of fatty acids as is suggested by 
Schramm and Wolff, one might expect to find more active choles- 
terol esterases in animal tissues. 
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EXPERIMENTAL 

The general procedure consisted in incubating at 37-38° various 
tissue preparations (emulsions, extracts, slices, etc.) either alone 
or with substrates, usually blood servun. Total and free choles- 
terol concentrations were determined before and after incubation 
(20). At least two (frequently three or four) replicate determina- 
tions were carried out in most experiments. As many of the 
preparations were difficult to pipette, total cholesterol determi- 
nations were subject to considerable error. All calculations of 
percentage esterification or h 5 '-drol 3 ’’sis were based, therefore, on the 
ratio of combined to free cholesterol Avhich is independent of 
errors in measuring the sample. pH was determined with the 
glass electrode apparatus of Rosebury (21) or the Beckman in- 
strument which were checked frequently against standard buffers. 
Sodium ethyl mercurithiosalicylate was used as a preservative 
throughout the investigation. 

Experiments irith Tissue Emulsions. Liver — Rat livers were 
emulsified in approximatelj^ 4 volumes of water with the apparatus 
of Potter and Elvehjem (22) and incubated. The pH decreased 
from a starting level of 6.4 to 6.9 to values which varied consider- 
ably from rat to rat. The early results showed considerable 
esterification of free cholesterol and suggested that the degree of 
esterification increased as the pH decreased. Attempts to control 
the pH by making emulsions in buffers were unsuccessful; no 
esterification occurred, perhaps because such emulsions were un- 
stable. The pH was varied to some extent by fasting some of the 
rats before they were killed and by adding different amounts of 
glucose to one of the emulsions (Rat 8). The results (Table I), 
which are tabulated in order of increasing pH, show that a signifi- 
cant esterification of cholesterol usually occurred and that there 
was some tendency for the degree of esterification to be greater in 
the emulsions with the lower pH values. In the hope of increasing 
the esterification nine emulsions were agitated during incubation 
by rotation in test-tubes on a wheel. Significant esterification 
occurred (6.9 to 36.7 per cent) but a comparison of rotated and 
non-rotated portions of the same emulsion showed a considerable 
inhibition of the esterif 3 dng factor by agitation. 

To rule out the possibility that the esterifying factor of blood 
senim was responsible for the finding emulsions were prepared 
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from liver which had been perfused with saline until the perfusate 
was colorless and from liver slices which had been washed eight 
times with Krebs’ solution. Esterification occurred as in un- 
treated liver preparations. Furthermore, we have confirmed 
Hein’s (7) finding that no esterification occurs in serum buffered 
to pH 5.3. 

Twenty rat liver emulsions were mixed with equal parts of 
blood .=enim (rat or human) and incubated. No esterification 
occurred and in all but two of the mixtures some hj'drolysis of 
cholesterol c-sters took place (maximum 32.7 per cent, average 
II.-l ± S.O (s.D.) per cent). Ti>e large variation bore no apparent 
relation to the final pH which ranged from 4.05 to 6.63. Two 

T.\bi,e I 


Esterification of Cholesterol in Liter Emulsions 


lUt No. 

Time of 
incuba- 
tion 

pH at 
end of 
incubation 

1 

E«tenfica- i 
tion 

1 

Rat Xo. 

Time of 
incuba- 
tion 1 

pH at j 
end of 
incubation 

EaUrifica- 

tioa 


days 


per cent 


days j 


per cent 

1 

3 

3.95 

19.3 

8 

3 * 

4.92 

6.2 

9 

3 

4.40 1 

32.5 

8 

3 

5.00 

3.9 

10 

3 

4.49 1 

27.9 

8 

3 

5.04 

8.1 

8 

3 

4.5S 

15.1 

3 

2 

5.20 

10.2 

8 

3 

4.59 

9.6 

8 

3 

5.42 

2.6 

2 

4 

4.G1 

27.9 

4 

2 

5.58 

8.9 

8 1 

3 

4.79 

1.3 

6 

3 

5.88 

5.0 


3 

4.83 

27.2 






samples of liver were emulsified directly in blood serum and 
incubated. No esterification or hydrol 3 'sis occurred. (The 
final pH was 5.38 and 5.30.) Other e.xperiments with liver emul- 
sions wll be described in the section on tissue extracts below. 

Brain — Emulsions of brain were prepared as described for 
liver, except that a somewhat larger proportion of water or buffer 
solution (5 to 10 volumes) was used, and incubated. In seven 
emulsions of mouse brain in water and twenty-two emulsions of 
rat brain with and without buffers no esterification of cholesterol 
occurred. The pH ranged from 4.33 to 7.68. 

No hj'drolysis of cholesterol esters could be demonstrated in a 
series of experiments in which rat brain emulsions were incubated 
with blood serum. 
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Experiments vnlh Tissue Extracts. Saline Extracts of Liver— ^Yc 
have repeated the experiments of Klein (7) on the livers of several 
animal species and have confirmed his findings qnalitativeh^ 
except in the rat (Table II). However, hydrolysis of cholesterol 
esters of the magnitude reported by him (70 to 100 per cent with 
beef liver extracts) was not approached. A possible reason for 
the discrepancy was our use of centrifugation in accord with our 
interpretation of Klein’s statement that the organ extracts were 
prepared “in the usual way” without further specification. Such 
centrifuged extracts contain much less cholesterol than apparently 
was supplied to the mixtures by Klein’s preparations, ^ and it seems 
likely, therefore, that Klein employed tissue szispensions, decanted 


Table II 

Hydrolysis of Cholesterol Esters by Saline Exlraets of Liver in Mixtures 

xoith Blood Serum 


Anlmnl 

Ko. oI 
nnimals 

pH* 

Hydrolysis of cholesterol esters 

Minimum 

Maximum 

Average* 

Beef 

7 

5.38 ± 0.07 

per cent 

6.4 

per cent 

22.9 

10.8 

per cent 

14.5 ± 5.6 
6.5 ± 3.3 

Dog 

6 

5.30 ± 0.08 

2.5 

Rat 

11 

5.41 ± 0.21 

0.0 

4.7 

2.2 ± 1.8 

Pig 

8 1 

5.27 ± 0.03 

7.5 

24.7 

14.2 db 5.4 

Sheep 

G 

5.38 ± 0.05 

8.1 

1 

10.3 

1 

8.8 ± 0.9 


* The standa rd deviation was calculated from the equation o- = 
^Xd'-/{n - 1 ). 


from the sand without further treatment. This interpretation 
■was borne out by experiments with such suspensions prepared 
from five rat livers. In contrast with the negative results with 
centrifuged extracts there was an average hydrolysis of 19.4 ± 
5.4 (s.n.) per cent (minimum 13.4, maximum 24.8). 

Since Klein obtained the greatest hydrolysis with beef liver, 
we repeated our experiments with this species, using both un- 
centrifuged suspensions and centrifuged extracts from the same 
preparations. In addition emulsions in distilled water 'were 
prepared as described in the preceding section from the same 

’ It is dilTicult to interpret Klein’s data, as he refers to the total 
cholesterol in the mixtures as serum cholesterol. 
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samples of liver and substituted for the suspensions in identical 
experiments. Tlie emulsions and uncentrifuged saline su.spcn- 
sions were also incubated alone for 3 daj’s. (The mixtures with 
serum and buffer were incubated 1 day (7).) One cat liver was 


Table III 

Ejjc^ of Liver Suspensions, Exlraels, and Emulsions on Synthesis and 
Hydrolysis of Cholesterol Esters 



Beef Liver 1 

B«f Liver 2 

Beef Liver 3 

Beef Liver 4 

Mixture 

pH 

Hydroly- 

fits* 

pH 

Hy- 

droly- 

pH 

Hy- 

droly- 

pH 

Hy- 

droly- 




fiia* 


819* 


SIS* 



prrCfrJ 


per cent 


per cent 


per cent 

Suspension + serum + 
buffer 

Suspension + serum + 

5.11 

23.5t 

5.3S 

33.1 

5.41 

37.1 

5.42 

24.3 

acid buffer! . 

4.71 

44.0 





4.6S 

35.4 

Centrifuged suspension + 
serum + buffer 

Emulsion + serum + 

5.43 

32.0 

5.41 

27.3 

5.31 

24.9 

5.42 

19.4 

buffer 

5.44 

43.9 

5.4S 

30.S 

5.4S 


5.44 

19.7 

Suspension alone 

3. SO 

-21.7 

3. SO 

-20.2 

4.92 

-35.4 

3.33 

0 

Emulsion alone 

3.34 

-30.5 

m 

-2S.2 


-31.7 

3.23 

-27.3 


Beef Liver 5 

Beef Liver 0 

Cat liver 


Suspension + scrum + 









buffer 

5.43 

31.6 

5.2S 

3S.9 

4.71 

2S.9 



Centrifuged suspension + 
serum + buffer 

Emulsion + serum + 

5.39 

27.9 

5.41 

34.2 

5.41 

32.9 



buffer 

5.49 

27.7 

5.45 

50.2 


5S.9 



Suspension alone. . . 

3.54 

-24.3 







Emulsion alone. . . . 

3.62 

-30.5 

3.72 

-22.8 

4.53 

-32.7 




* A minus sign indicates esterification instead of hydrolysis, 
t Duplicate experiments agreed poorly. 

t The buffer was made with 2 N instead of 1 x HCl (see te.xt). 


included in the series. In five of the seven e.xperiments (Table 
III) there was more hj'drolj'sis with the suspensions than with 
the centrifuged extracts but the differences were small and it is 
impossible to conclude that any one of the three preparations 
studied (suspensions, extracts, and emulsions) was superior to the 
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others. In no instance were values found of the magnitude 
reported by Klein. An esterification of cholesterol occurred in 
emulsions incubated alone (see the preceding section), and the 
same reaction took place to about the same degree (except with 
Beef Liver 4) in the saline suspensions. 

The buffer employed by Klein (2.0 cc. of 2 N sodium acetate, 
1.4 cc. of 2 N HCl, and 0.6 cc. of water) has a pH of 4.2 and in 
mixtures with liver extract and serum in the proportion stated it 
gives a pH of about 4.7. A buffer made as described by Klein 
with the substitution of 1 N for 2 n HCl gives a pH of about 5.3 in 
the mixtures and, since Klein referred throughout to a pH of 5.3 
as that of maximal hydrolysis, we used this buffer in our work. 
Because of our failure to obtain the high degree of hydrolysis 
reported by Klein, a buffer made as described by him with 2 n 
HCl (acid buffer (Table HI)) was employed in two of the fore- 
going experiments. In one (Beef Liver 4) the hydrolysis was 
increased at the more acid pH; in the other (Beef Liver 1), though 
the result was not conclusive, there was no evidence for a con- 
siderably smaller degree of hydrolysis at pH 4.7, as would be 
expected from the curve published by Klein. Hence, suspensions 
of three rat livers were incubated with the buffers made with 1 n 
and 2 N HCl, respectively. The hydrolysis was approximatel 3 '' 
twice as great with the more acid buffer. 

Saline Extracts of Brain — Extracts of rat brain, prepared ac- 
cording to Klein and centrifuged, did not hydrolyze cholesterol 
esters of blood serum in experiments like those reported with 
liver extracts in Table H. 

Glycerol Extracts of Liver and Brain — No appreciable change in 
the ratio of combined to free cholesterol occurred on incubation of 
glycerol extracts of rat liver and brain with blood serum. 

Experiments with Tissue Slices. Liver — Liver slices were im- 
mersed in Tyrode’s solution and incubated for 1 or 2 daj^s. The 
results were inconsistent, showing a small but significant esteri- 
fication of cholesterol in two of seven experiments and no change, 
or questionable hydrolysis of cholesterol esters, in the others. 
No evidence for the presence of an active cholesterol esterase was 
obtained in experiments in which liver slices were incubated in 
blood serum. 

Brain — No formation of cholesterol esters occurred in brain 
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slices incubated in Tj'rode’s solution or blood serum. The 
esterification of free cholesterol proceeded normallj' in the serum 
in the presence of the slices. 

Erizymalic Eslcrificalion of Cholesterol in Carbon Tetrachloride — 
SjTn in a series of papers which have attracted little attention 
reported marked enzjonatic esterification in non-aqueous media. 
Acids and alcohols of low molecular weight were employed in most 
of his axperiments, but brief reference is made (23) to the esterifica- 
tion of cholesterol with butyric acid or oleic acid in carbon tetra- 
chloride solution in the presence of a dried pancreas preparation 
and bile salt. This finding was confirmed in experiments of 
which the follomng is typical. 

To 1 cc. of a solution of cholesterol (0.5 m) and of butjTic acid 
(0.5 m) in carbon tetrachloride were added 80 mg. of dried, de- 
fatted pancreas, prepared according to Sjnn (10), and 0.1 cc. of a 
15 per cent solution of sodium taurocholate in water. The mixture 
was sealed in a small test-tube and agitated by rotation on a wheel 
in the incubator (37-38°) for 3 days. 65.2 per cent of the cho- 
lesterol was esterified. The same result was obtained with gb'co- 
cholate instead of taurocholate. The taurocholate was a 
Hoffmann-La Roche preparation of satisfactory' purity according 
to the criteria of Cortese and Bashour (24). The glycocholate 
was purified according to Cortese’s directions.* It was necessaiy 
to dilute the solutions 2500 times for analysis by our method. 
Considerable error was thus introduced in the total cholesterol 
determination; but this made no difference in the interpretation 
of the results, since, as in all of this work, calculations were based 
on the ratio of combined to free cholesterol. 

In ex-periments like that described cholesterol was about 30 
per cent esterified mth palmitic acid and about 40 per cent w'ith 
oleic acid. . No hydrolysis of cholesterol palmitate occurred under 
the same conditions. With minced fresh pancreas instead of the 
dried preparation there was no esterification of cholesterol with 
butyric acid or hydrolysis of cholesterol palmitate. 

Our hope that the Sym procedure would be a valuable tool in 
studying cholesterol esterase in tissues other than pancreas (25) 
was not realized. Dried, defatted powders were prepared from 

’ We are indebted to Dr. Frank Cortese for much helpful advice in the 
purification of bile salts. 
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rat and cat livers and brains with the procedure used in making the 
pancreatin, and substituted for pancreatin in experiments like 
the one described. There was no esterification even when the 
amount of dried tissue was increased from 80 to 400 mg. The 
same result was obtained ^vith sodium glycocholate. The prep- 
arations did not hydrolyze cholesterol palmitate. i 

SUMMARY 

1. The presence in liver of a cholesterol-esterifying system, 
active over a wide pH range on the acid side of neutrality, was 
demonstrated by incubating emulsions of liver made in water or 
suspensions made by grinding with sand and physiological saline. 
The factor was shown to be different from the esterifying enzyme 
of blood serum; the reaction took place in blood-free preparations 
and there was no esterification of cholesterol in serum in the ‘acid 
pH range in which the liver esterification occurs. 

2. The same emulsions and suspensions caused hydrolysis 
of cholesterol esters when incubated with blood serum. 

3. Cholesterol was esterified with fatty acids on incubation 
in carbon tetrachloride solution in the presence of acetone- 
extracted, dried pancreas and sodium taurocholate or glycocholate. 
No hydrolysis of cholesterol palmitate occurred in similar experi- 
ments. Under the same conditions preparations from liver showed 
no cholesterol esterase activity. 

4. No evidence for the presence of cholesterol esterase in brain 
was obtained in similar studies. 

5. The bearing of the results on the hypothesis that fatty acids 
arc transported as cholesterol esters is discussed. 
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For many years it was general^' believed that peptidases were 
specific for one optical form of the substrate which they attacked. 
The reports of Kogl and Erxleben (1) concerning the e.xistence of 
d-amino acids in tumor proteins stimulated the search for proteo- 
lytic enzjTnes possessing the ability to h 5 ’drolyze substrates con- 
taining d-amino acids. 

d-Peptidases have been reported to occur in the blood serum of 
humans with cancer by Waldschmidt-Leitz cl al. (2, 3) but other 
workers (4-G) have obtained negative results. Hydrolyses of 
d-peptides by extracts of tumor tissue have been reported in some 
cases (4, 7) but not in others (8). It has also been claimed that 
d-peptidases can be produced in the blood of rats by the injection 
of racemic dipeptides (3). 

We have been unable to repeat the observations of Waldschmidt- 
Leitz and Mayer (2) concerning the equal rate of hydrolysis of the 
d and I forms of leucylglj'cine bj' human cancer sera, or the arti- 
ficial production of anj' considerable amount of d-peptidases in 
blood sera of rats bj’ the injection of a racemic dipeptide (3). 
Both normal and cancer sera appear to be able to h 3 'drol}'ze d-pep- 
tides very slowlj', but this is not particularlj'- significant, since 
manj-- normal and cancer tissue peptidase sj’stems can also do 
the same. 

While tissue extracts from animal sources have been found to 
hj'drolj'ze d-leucjd peptides onlj' slowly, extracts from some bac- 

* Published with the approval of the Director of the Wisconsin Agricul- 
tural Experiment Station. 
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teria have the ability to split the d form almost as rapidly as the 
I form. The presence of d-peptidases is therefore not charac- 
teristic of tumor growth. Furthermore, previous theories of the 
optical specificity of certain peptidases (9, 10) cannot be assumed 
to be applicable to all types of peptidases. 

Methods 

Blood serum was obtained from rats by centrifuging clotted 
blood immediately after withdrawal from the animal. Human 
cancer serum was prepared by centrifuging clotted samples of 
blood obtained from patients suffering from stomach cancers.^ 
A peptidase extract from Flexner-Jobling rat carcinoma tissue 
was made as follows: active carcinoma tissue was carefully sepa- 
rated from normal and necrotic tissue, ground with sand, sus- 
pended in 2.5 times its weight of aqueous glycerol (20 per cent 
b}'^ volume), and allowed to extract without pH adjustment for 
20 hours at 2°. The extract was clarified by centrifugation. 

Injections of racemic peptide were carried out as follows: 1 cc. 
of 3 per cent dl-leucylglycine was injected into the tail vein of 
each rat three times weekly ; at various intervals, one or two ani- 
mals were sacrificed for serum analyses. A group of mice was 
injected subcutaneously with 0.2 cc. of 3 per cent dMeucylgtycine 
per mouse three times weekly, and again analyses for d-peptidases 
in the serum were made at intervals. 

Peptidase preparations were obtained from Bacillus megaiherium, 
Clostridiian butylicum, Lcuconosloc mcsenlcroides, and Pse^idomonas 
fluorcsccns by autolysis of cells which had been alternately frozen 
and thawed. Bacillus megatherium was grown as previouslj'' 
described (11). Clostridium hxdylicum was grown on a 1 per cent 
glucose, 0.5 per cent tryptone medium for 24 hours at 37°. A 
medium was used for Lcuconosloc mesenteroides which gave 5 times 
the enzyme and cell yield previously obtained (12). It consisted 
of 3 per cent malt sprouts extract, 1 per cent solubilized liver 
(13), 1 per cent glucose, and 1.5 per cent of hydrated sodium 
acetate. The organism was grown in this medium for 24 hours 
at 37° and then separated out by centrifugation. Pseudomonas 
fluorcsccns wa.s grown for 42 hours at 30° with aeration in a medium 

’ \tc are iiKlcljtcd to Dr. H. P. Rusch of the McArdle Memorial Labora- 
tory, University of Wisconsin, for these samples. 
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containing inorganic salts, 0.05 m glucose, and 0.02 m ammonium 
chloride. 

For hog crepsin, a fresh aqueous extract of hog intestinal mucosa 
was used; for chick crepsin, an aqueous gl3'cerol (10 per cent 
glj-cerol bj' volume) extract of intestinal mucosa was used. Pepti- 
dase preparations were made from dried ground malt bj’ aqueous 
extraction and from brewers’ j'east bj* collecting the autolj-sis 
juice from pressed j-easl which had been frozen and thawed alter- 
natch'. This juice was diah'zed 4 hours before use. 

Details concerning the substrates and methods used to deter- 
mine the activitj' of the cnz3-me preparations have been given in 
a previous paper ( 14 ), Racemic substrates were alwa3'S present 
in m/15 concentration and others in m/30 concentration. The 
pH was S.O ± 0.2 in all cases. In the case of dl mixtures, per 
cent h3'drol3'sis of one linkage of one component is indicated. 
Ex^perimental values have been corrected for enz3'me blanks when 
tills was necessar3’. Toluene was added as a presen-ative when 
the h3'drol3'sis time e.v'ceeded 8 hours. 

Resulis 

In Table I are included the data obtained with one sample of 
serum from a human patient with adi'anced gastric cancer. 
Essentiall3' the same results were obtained with sera from two 
other patients with stomach cancer. It ma3' be seen that the 
dl forms of the leuc3d peptides were h3'drol3"zed slowly, but no 
hydroh'sis of the d forms could be detected. The peptidase 
activity" varied as much as 3 -fold in the three samples, but such 
differences are not peculiarl3' characteristic of tumor grou-th ( 6 ). 

Sera from normal rats and rats with Fle,xner-Jobling carcinoma 
have been investigated, but, again, d-leuc3’'lglycine was split 
extremel3’ slowl3"; the dl form was split at least 300 times as rapidly. 

In the case of the extract from rat carcinoma tissue, no detect- 
able lu'droh’sis of d-leiic3'lgl3'cine was obtained unless an activator 
such as Mn ions was jiresent. The d?-peptide was h3'-drol3’^zed 
135 times as rapidl3' as the d foim. 

Sera from rats injected in the tail vein with dMeuc3'lgl3'cine 
were anah'zed after three, seven, nine, twelve, and twent3"-one 
injections, but in no case was d-leuc3’lgl3'cine or d-leuc3ddigl3'cine 
h3'drol3'zed more rapidh' than at one-twentieth the rate of the 
dl forms; the usual rate was ver3’ much slower than this. 
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A pooled serum sample from seven mice which had received 
seven subcutaneous injections of dZ-leucylglycine hydrolyzed dl- 
leucylglycine at least 55 times as rapidly as the d form. 


Table I 

d-Peptidase Acliviiy of Serum and Tumor Preparations 


Source 

Substrate 

En-^ 
zyme in 
3 cc. 
reac- 
tion 
mix- 
ture 

Time of 
incu- 
bation 

Hydrolysis 

No 

activa- 

tor 

0.001 M 

MnSOi 



cc. 

hrs. 

per cent 

per cent 

Human cancer serum 

dZ-Leucylglycine 

0.5 

21 

16 

22 


d-Leucylglycine 

0.75 

21 

0 

-4 


dZ-Leucyldiglycine 

0.5 

8 

20 

26 


d-Leucyldiglycine 

0.5 

22 

-2 


Normal rat scrum 

dl-Leucylglycine 

0.75 

0.75 

30 

64 


d-Leucylglycine 

0.75 

20 



Rat tumor “ 

dZ-Leucylglycine 

0.75 

0.75 

40 



d-Leucylglycine 

0.75 

20 

4 

6 

“ carcinoma tissue 

dZ-Leucylglycine 


1 

20 

mm 


d-Leucylglycine 

0.75 

18 

0 



Table II 

Hydrolysis of d-Lcucylglyctne by Various Peptidase Systems 


Source 

Substrate 

En- 
zyme in 
3 cc. 
reac- 
tion 
mix- 
ture 

Time of incubation 

No activator 

td 

ydrolye 

* OT 
c: 

a 

' o 
o 

o 

1 

IIS 

% 

1 S 

s 

03 

1 

' t> 

' + 

a 

1 S 

Relative activity 
ratio, dl/d 






per 

1 per 







cent 

1 cent 


Malt 

d/-Leucylglycinc 

0.75 

1 

44 

50 

60 



d-Leucylglycinc 

0.75 

23 

6 

27 

43 

1 32 

Brewers’ yeast 

dl-Lcucylglycine 

0.10 

0.5 


j 

78 



d-Leucylglycinc 

0.40 

3 

5 


58 

32 

Ilog crepsin 

dl-Lcucylglycinc 

0.10 

0.5 



45 


i 

d-Leucylglycine 

0.75 

3 

0 

8 

34 

65 

Chick crepsin 

dZ-Lcucylglycine 

0.03 

0.67 

40 

28 




d-Lcucylglycine 

0.60 

1.5 

6 

74 

80 

23 


* 0.001 M MnSOi plus 0.003 m cysteine. 
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Table III 

Hydrolysis of d-Pcptidcs by Bacterial Peptidases 


Source 

Substrate 

En-^ 
zyxno io 
3cc. 
reac- 
tion 
mix- 
ture 

Time of incubation 

No activator 

a 

ydrolyj 

6 

a 

S 

8 

O 

Its 

£ 

t 

a 

+ 

C 

•4 

Uclativo activity 
ratio, dl/d 





jxr 

per 

per 






ernX 

eerJ 

cent 


Bacillvs tTicga- 

df-Lcucylglycinc 

0.3 

0.5 

0 

0 

20 


thcrium 

d-Lcucylgl 3 'cine 

0.5 

1.0 

0 

0 

47 

1.4 


df-Lcucj'ldiglycinc 

0.2 

0.5 

5 

31 

34 



d-Lcucyldiglj'cine 

0.75 

3.0 

0 


26 

29 

Clostridium bu- 

df-Lcucj'lglycine 

0.3 

0.5 

8 

25t 

92 


lylieum 

d-Lcucj'lglj’cine j 

0.75 

2.0 

2 

4St 

40 

23 


df-Lcucj’ldiglj'cine ^ 

0.10 

1.0 

4 

24 

62 



d-Leucyldiglycine 


2.5 

4 


30 

5.2 

Leuconostoc mes- 

df-Lcucj‘lgh‘cine 

0.20 


30 

42t 

22 


entcroidcs 

d-Leucylglycine 

0.75 

13 

3 

56t 

16 

36 


df-Lcucj’ldiglj'cine 

0.14 

0.5 

38 

32 

37 



d-Lcucjddiglycine 

0.30 

0.5 

36 


16 

2.2 

Pseudomonas flu- 

df-Leucj’lglycine 

0.20 

1.0 

52 

78 

49t 


orcsccns 

d-Lcucylglycinc 

0.80 


3 

0 

20t 

16 


* 0.001 M MnSOi plus 0.003 m cysteine. 

t 0.001 M CoCI; was present instead of MnSOj or Mn plus cysteine. 



Fig. 1. Effect of pH on hydrolysis of d-leucyldiglycine by Leuconostoc 
mesenteroides cell autolysate. 
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The slow hydrolysis of d-leucylglycine b3'- various sera is not at 
all remarkable, since many peptidase systems can split this peptide 
slowly, as shown in Table II. It may be seen that peptidases of 
malt, hog intestinal erepsin, chick erepsin, and yeast are all capable 
of hydrolyzing d-leucylglycine about one-thirtieth to one-sixtieth 
as rapidly as the dl form, provided suitable activators are present. 

Whereas peptidases from tumor sera and normal and tumor 
tissues do not appear to possess any unusual powers of splitting 
d-peptides, enzyme preparations from some microorganisms do 
have the ability to hydrolyze d-leueyl peptides almost as rapidly 
as the I forms. This is illustrated in Table III. Bacillus mega- 
iherium peptidases h3'-drolyze d-Ieucylglycine very rapidly and 
Leuconostoc mesentcroides and Clostridium huiylicum peptidases 
h3’^drolyze d-leucyldiglycine very rapidly. In all cases except 
the splitting of d-leucyldiglycine by Leuconostoc mesenteroides, 
activators are necessary for maximum rates of hydrolysis. 

In the case of Leuconostoc mesenteroides, the pH optimum 
for the hydrolysis of d-leucyldiglycine has been found to be at 7.8 
(Fig. 1 ). Preliminary attempts to separate the enz3Tnes splitting 
the I and d forms of leucyldiglycine have not been successful, so 
that the number of enzymes involved cannot be stated. 

SUMMARY 

1 . Sera from rats with Flexner-Jobling carcinoma and from 
humans with gastric cancer were unable to hydrolyze d-leucyl 
peptides at any appreciable rate, but were able to split dZ-leucyl 
peptides. 

2 . Significant amounts of d-peptidases could not be artificially 
produced in rat serum by repeated injection of dZ-leucylglycine 
into the tail vein. Subcutaneous injections of the same racemic 
peptide into mice also failed to produce d-peptidases in any amount 
in mouse serum. 

3 . Peptidases from chick mucosa, yeast autolysate, and malt 
arc able to split d-leuc3dglycine about one-thirtieth as rapidly as 
d?-lcucylglycinc in the presence of suitable activators such as Mn 
or Mn-c3’stcinc. 

4 . Peptidases from Leuconostoc mesentcroides and Clostridnim 
huiylicum are able to h3^drolyze d-leucyldiglycine at least one-fifth 
to one-half as rapidly as dWeuc3d diglycine. Peptidases from 
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Bacilhts mrgalJicriutn aiul Psnidoinouas flitorcscc7is hydrolyze dl- 
leucylglycinc oiih’ 2 to IG times as fast as d-Ieucylglj’cine. 
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A SIMPLE METHOD FOR THE QUANTITATIVE DETER- 
MINATION OF PREGNANEDIOL IN HUMAN URINE 

By E. B. ASTWOOD and G. E. SEEGAR JONES 

(From the Departments of Obstetrics and Gynecology, the Johns Hopkins 
University and Hospital, Baltimore) 

(Received for publication, September 14, 1940) 

Since the discovery b\' Venning and Browne (1) of sodium preg- 
nanediol glucuronidate in liuman urine and the perfection of a 
quantitative method for its determination by Venning (2) this 
compound has received wide attention because of its close relation 
to the metabolism of the corpus lutcum hormone. This subject 
has recentl}' been reviewed bj' Marker and Hartman (3). It is 
apparent from conflicting results in the literature that difficulties 
have been encountered in measuring the excretion of the sodium 
pregnanediol glucuronidate complex. During the menstrual cycle, 
when only small amounts of the material are present in the urine, 
the identity of the final product is sometimes questionable. Fur- 
thermore, spontaneous hydroly.ris of the complex to free preg- 
nanediol during the period of collection maj' occur. The resulting 
inconstant recoveries are particularlj’’ noticeable in hot weather, 
when refrigeration is not available. This latter difficult}' was met 
b}' Bucher and Geschickter (4) who, using a modification of Hart^ 
mann and Locher’s (5) method as developed by Weil (6), were 
able to recover the free pregnanediol from the acetone used in the 
Venning procedure. The total c.xcretion was estimated by adding 
this moiety to that recovered in the combined form. However, 
wide application of such methods is limited by the technical diffi- 
culties involved. With these factors in mind, a procedure has 
been developed which is sufficiently simple and accurate that it 
may be applied to routine clinical use. It involves three steps: 
(1) liberation of free pregnanediol by acid hydrolysis of the urine 
in the presence of toluene, (2) the separation of most of the impuri- 
ties from the toluene extract b}' the precipitation with alcoholic 
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alkali, and (3) the final quantitative crystallization of the pure 
pregnanediol from aqueous alcohol. 

Method 

Urine specimens are collected, with a few drops of toluene as 
a preservative. The entire 24 or 48 hour volume or a suitable 
aliquot thereof is used. As 1 liter is a convenient amount, the 
figures given in the following steps are for this volume of urine; 
proportional amounts are used with other volumes. In some non- 
pregnancy urines, when very small amounts of pregnanediol are 
to be determined, 2 or 3 liter volumes should be taken, while 
with late pregnancy urine 50 to 500 cc. volumes are suitable. 

1 liter of urine is placed in a 2 liter round bottom flask and 50 cc. 
of toluene are added. A wide bore reflux condenser, fitted with 
a cork stopper or ground glass connection, is attached and the 
urine heated to boiling. 100 cc. of concentrated hydrochloric 
acid (sp. gr. 1.19) are added slowly through the condenser and 
boiling continued for 15 minutes. The temperature of this boiling 
mixture is 100-105°. The flask is then cautiously removed to a 
vessel of cold water (violent boiling may occur if the hot mixture 
is shaken); the urine is brought to room temperature and trans- 
ferred to a separatory funnel. The toluene layer, together with 
the layer of urine-toluene emulsion, is removed and the urine 
layer is reextracted twice with 25 cc. portions of toluene. The 
combined toluene extracts and emulsions are filtered through a 
Buchner funnel, with gentle suction, and the residue thoroughly 
washed with small amounts of toluene. If the filtration is per- 
formed without excessive suction, the emulsion is completely 
broken down. The filtrate is poured into a small separatory 
funnel, the urine layer is discarded, and the toluene extract is 
Avashed once Avith 50 cc. of AA^ater. The toluene is now transferred 
to a diy 400 cc. beaker, care being taken that no droplets of AA'^ater 
are included, and the extract boiled on an electric hot-plate until 
the last traces of Avater are dispelled. 10 cc. of a 2 per cent solu- 
tion of sodium hydroxide in absolute methyl alcohol are added 
and boiling continued until all the alcohol is drir^en off and the 
quantity of toluene is reduced to half its original volume. After 
the e.xtract is alloAA'ed to stand at room temperature until cool, 
it is filtered with gentle suction into a 125 cc. Erlenmeyer flask 
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and (ho abundant gelatinous precipitate is thoroughli' wasiied 
with three successive small amounts of toluene. The filtrate 
should be clear and free of all traces of a pink or brown color; 
otherwise the previous step must be repeated. The clear, pale 
greenish yellow filtrate is now taken to dr 3 'ness on the hot-plate, 
the last traces of toluene being carcfullj* removed by a stream of 
air to avoid overheating the residue. 10 cc. of 95 per cent ethyl 
alcohol are added and the residue is completely dissolved bj’ heat- 
ing. "IMiile heating is continued, 40 cc. of hot aqueous 0.1 N 
sodium hydroxide are added slowly. The stoppered flask is al- 
lowed to stand at room temperature until cool and is then placed 
in the refrigerator overnight. 

The precipitate is collected by filtration, washed ■\rith water, 
dissolved in 10 cc. of alcohol, and precipitated a second time in 
the same manner, 40 cc. of distilled water being used instead of 
the sodium hydroxide solution. The pregnanediol should now 
be colorless and entirely crystalline; if not, one further precipita- 
tion from aqueous alcohol is carried out. The purified substance 
is now collected bj* filtration, transferred by means of ethjd alcohol 
to a tared vial, dried in an oven at 90°, and weighed. A melting 
point is taken on each sample recovered and, if this be below 220°, 
a mixed melting point is determined "with a pure sample of preg- 
nanediol. "iMien the recovered material is largelj' pure preg- 
nanediol, its melting point is raised when it is mixed with an 
authentic sample; the determination is considered to be satis- 
factorj' if there is no depression of the mixed melting point. 

EXPERIMENTAL 

Precipitation of Pregnanediol from Aqueous Alcohol — In order 
to estimate the amount of pregnanediol which might be lost bj' 
remaining in solution, the solubility of pregnanediol in various 
concentrations of aqueous alcohol was determined in the following 
manner. linown amounts of pregnanediol in 95 per cent ethyl 
alcohol were diluted with water while hot. The solutions were 
cooled and placed in the refrigerator overnight. By preparing a 
series of such solutions with decreasing amounts of pregnanediol, 
it was possible to determine roughly how much was needed in 
order to give a precipitate. Such an experiment is shown in 
Table I, from which it may be seen that within the accuracj’’ of 
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this method pregnanediol is completely insoluble when 3 or more 
volumes of water are added to 1 volume of alcohol. It would 
appear, therefore, that two or three precipitations from 10 cc. of 
alcohol, vdth 30 or more cc. of water, would result in no detectable 
loss. T his is apparently true, also, in the presence of the other 
neutral substances present in the extract at this stage, as similar 
experiments were conducted in which cholesterol and pregnanediol- 
free neutral urine extracts were added to alcohol, together with 
known amounts of pregnanediol. No increased solubility of preg- 
nanediol was noted in the presence of these substances in the 
amounts used. It appears probable, however, that small losses 
could occur at this .step in the presence of large quantities of 
other lipids. 


Table I 

Approximate Soluhililies of Pregnanediol in Aqueoxis Alcohol 


95 per cent alcohol, ce 

Water added, cc 

10 

10 

Pregnanediol in solution 

mg. 

Room temperature 

>1.0 

After refrigeration 

>1.0 


10 

20 

10 

25 

10 

30 

10 

40 

10 

50 

mg. 

mg. 

mg. 

mg. 

mg. 




<0.25 

<0.25 




<0.04 

<0.04 


It was of interest to determine the fate of other substances 
present in the neutral fraction when this precipitation was carried 
out, for one might expect that other urinary constituents may 
behave in a fashion sufficiently similar to pregnanediol to be pres- 
ent in the final product. The three most abundant neutral lipids 
knoATO to be present in human urine were studied. These were 
cholesterol, androsterone, and a hydrocarbon designated by Hart 
and Northrup (7) and by Marker (8) as heptacosane. Cholesterol 
in amounts up to 8 mg. and the hydrocarbon in amounts up to 
100 mg. were found to form stable colloidal solutions when precipi- 
tated in the above manner from 50 cc. of 19 per cent alcohol. On 
filtration these colloidal suspensions leave no residue. When pres- 
ent in larger amounts, some residue is retained on the filter. An- 
drosterone separates as plate-like crystals from 50 cc. of the 19 per 
cent alcohol when present in amounts exceeding 4 mg.; amounts 
smaller than this remain in solution. Therefore, an excess of 
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IG mg. of cholesterol, 200 mg. of the hydrocarbon, or 8 mg. of 
androsterone per liter of urine would be necessar}' in order to 
interfere with the final purity of the pregnanediol, if the two pre- 
eipitations from aqueous alcohol are carried out. These amounts 
are well out.side the range of values thus far reported for these 
neutral substanees in normal human urine. 

Precipitation of Itnpitritics froin Toluene Extract — It is of impor- 
tance that e.\cess water be avoided in handling the toluene extract. 
Water in excess of the small amount resulting from chemical reac- 
tion may introduce impurities which are not removed bj' the sub- 
sequent step. The presence of water also results in a large gelati- 
nous precipitate which is difficult to wash. E.xccss hydrochloric 
acid is removed by washing the original toluene extract, thus 
minimizing the water of reaction. Dissolved water is then largel 3 ’’ 
dispelled bj' boiling.' The 2 per cent sodium hj'dro.xide solution 
in metlnd alcohol is prepared from clean dr}"- sodium hydroxide 
pellets and absolute methjd alcohol. An alternative to the alco- 
holic sodium hydroxide solution is a 2 per cent methjd alcohol 
solution of sodium methjdate, prepared bj' adding sodium to abso- 
lute method alcohol. Such a solution has been used with satis- 
factor}’ results. 

It seemed possible that some loss at this stage, through adsorp- 
tion of the pregnanediol on the abundant precipitate, might be 
incurred. Therefore, precipitates from several batches of urine 
extract were combined and thoroughly extracted -ndth boiling 
ethjd alcohol. After the filtered alcohol extract was evaporated 
off, the residue was taken up in toluene and the toluene-soluble 
material purified in the usual manner. No pregnanediol was 
recovered b 3 ’^ this method from fourteen combined precipitates. 
Apparently, therefore, the loss of pregnanediol in this stage of 
purification is negligible. 

Extraction of Pregnanediol from Urine by Toluene — 1 liter 
volumes of urine from which 5 to 80 mg. of pregnanediol had been 
recovered by the extraction method described were exhaustively 
reextracted with toluene. In no case was an 3 ' further pregnanediol 
recovered. In five instances the three toluene extracts described 

* An occasional difficulty in avoiding excess water may be met by the 
addition of 0.5 to 1 gm. of powdered calcium oxide to the boiling extract 
before cooling. 



402 


Determination of Pregnanediol 


in the original procedure were worked up separately. The re- 
coveries indicate that approximately 85 per cent of the free 
pregnanediol is taken up b 3 '- the toluene during hydrolysis; the re- 
mainder usually appears in the second extraction, while only 
occasionally does the third extract contain a further trace. The 
volumes of toluene used were therefore considered sufficiently 
large to remove all available pregnanediol. Inasmuch as the solu- 
bility of pure pregnanediol in toluene at room temperature does 
not exceed 2 mg. per cc., no attempts were made to use smaller 
volumes, for fear of losses in subsequent steps. 

Hydrolysis of Combined Pregnanediol by Add — The rate of hy- 
drolj'^sis of the sodium pregnanediol glucuronidate complex was 
studied by adding measured amounts of an aqueous sodium preg- 
nanediol glucuronidate solution to male urine and boiling for 
various periods of time in the presence of different concentrations 
of hydrochloric acid. The amount of free pregnanediol liberated 
was then determined by the method outlined above. 

The first series of hydrolyses was made on 100 cc. samples of 
male urine containing 10 mg. of sodium pregnanediol glucuroni- 
date. To this volume of urine amounts of concentrated hydro- 
chloric acid from 5 to 15 volumes per cent were added; the mixtures 
were boiled for periods of 2^ to 60 minutes. The amounts of 
free pregnanediol recovered are plotted in Fig. 1, from which it 
can be seen that with 5 volumes per cent of acid the hydrolysis is 
slow and that a maximal yield of 66 per cent was obtained after 
1 hour’s boiling. When 10 or 15 volumes per cent were used, a 
maximal yield of 70 per cent was obtained in and 10 minutes 
respectively, but with longer boiling smaller amounts were ob- 
tained. It appeared from this that 10 volumes per cent of acid 
would gi-^^e satisfactory results if destruction of the compound 
could be avoided. Consequently, a second series of hydrolyses 
was made on 1000 cc. volumes of urine to which 0.05 volume of 
toluene was added. In Fig. 2 are shown the results of such an 
experiment. The 10 volumes per cent of acid gave maximal yields 
within 10 minutes and prolonged boiling for 4 hours resulted in 
little destniction of the compound. 

A third series of hydrolyses was made on 50 mg. amounts of 
combined pregnanediol in 1000 cc. of distilled water to which were 
added 50 cc. of toluene and 100 cc. of concentrated hydrochloric 
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acid. A maximal 3'ield of SO per cent was obtained after 15 
minutes of boiling and continued boiling for 4 hours resulted in 
onlj' slight destruction. In Fig. 2 these results are compared 
with similar e.\periments in which no toluene was used. It is 
apparent that the presence of toluene sen'es to prevent destruc- 
tion of pregnanediol b^* the acid. 



25 5 10 20 JO 60 5 10 15 30 60 120 


Fig. 1 Fig. 2 

Fig. 1, Liberation of free pregnanediol from 10 mg of sodium preg- 
nanediol glucuronidatc on boiling with acid in 100 cc. of normal male urine. 
The dots represent 5, the crosses 10, and the triangles 15 volumes per cent 
of concentrated hydrochloric acid. The ordinate represents per cent of 
pregnanediol recovered; the abscissa, time of boiling in minutes Oogarith- 
mic scale). 

Fig. 2. Hydrolj'sis, in 1000 cc. of an aqueous solution, of 50 mg. amounts 
of sodium pregnanediol glucuronidatc with 10 volumes per cent of con- 
centrated hydrochloric acid. The dots represent results with, the triangles 
without 50 cc. of toluene. The crosses show the rate of hydrolysis in 1000 
cc. of male urine with 100 cc. of concentrated h}’drochlonc acid and 50 
cc. of toluene. 

Recoveries of Pregnanediol by Method Proposed — Amounts of 
sodium pregnanediol glucuronidatc from 2 to 200 mg. were added 
to samples of urine from normal males. The volumes of urine 
used were 1000, 2000, and 4000 cc.; these were treated bj^ the 
above method and the ydelds calculated. The results are given 
in Table II, which shows the calculated equivalent of free preg- 
nanediol contained in the amount of the complex added, the 
amount recovered, and the per cent recovery. 

Table II shows that yields from 1 liter of urine containing 3 mg. 


Table II 


Recovery of Pregnanediol 


1 

1 

Urine 

volume 

.Sodium 

piegnanediol 

gluouronidate 

added 

Calculated 
equivalent 
of free 

pregnanediol* 

Free pregnanediol recovered 

Deviation 
from mean 
recovery of 
68.02 per cent 

CCn 

mg. 

mg. 

mg. 

per cent 

per cent 

1000 

0 

0 

0 


1 


0 

0 

0.8 




2 

1.236 

0.0 




2 

1.236 

0.0 




2 

1.236 

0.5 

41.5 



2 

1.236 

0.6 

50.6 

1 


2 

1.236 

1.2 

100.0 

1 


5 

3.10 

2.3 

74.2 

+ 6.18 


5 

3.10 

2.3 

74.2 

+ 6.18 


5 

3.10 

2.4 

77.4 

I + 9.38 


5 

3.10 

2.5 

80.6 

+ 12.58 


10 

6.18 

3.9 

63.1 

- 4.92 


10 

6.18 

4.0 

64.7 

- 3.32 


10 

6.18 

4.1 

66.4 

- 1.62 


16 

9.89 

5.9 

60.0 

- 8.02 


20 

12.36 

8.2 

66.4 

- 1.62 


20 

12.36 

8.4 

68.0 

- 0.02 


20 

1 12.36 

8.7 

70.4 

+ 2.58 


2.5 1 

15.45 

9.5 

61.5 

- 6.52 


30 

18.54 

12.0 

64.8 

- 3.22 


30 

18.54 

12.4 

67.0 

- 1.02 


30 

18.54 

13.3 

71.8 

+ 3.78 


40 

24.72 

16.5 

66.8 

- 1.22 


40 

24.72 

16.5 

66.8 

- 1.22 


50 

30.90 

19.9 

64.4 

- 1.62 


50 

30.90 

20.0 

64.7 1 

- 3.62 


50 

30.90 

21.7 

70.3 

+ 2.28 


200 

123.60 

80.6 

65.2 

- 2.82 

2000 

0 

0 

0.5 




2 

1.236 

0.0 




2 

1.236 

0.0 




2 

1.236 

0.1 

8.33 



2 

1.236 

1.1 

91.66 



2 

1.236 

1.4 

116.66 i 



5 

3.10 

1.1 

35.48 



5 

3.10 

1.6 

51.61 



5 

3.10 

1.7 

54.83 


4000 

0 

0 

0.0 




0 

0 

0.1 




2 

1.236 

1.7 

141.66 



5 

3.10 

0 6 

19.35 



5 

3.10 

1.0 

32.66 



5 

3.10 

2.2 

70.96 



10 

6.18 

3.2 

53.2 


8000 

0 

0 

0.0 




* Calculated with the conversion factor of 0 . 618 . 
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or more of pregnanediol are consistent and average 68 per cent. 
The standard deviation from the mean was 5.15 per cent and the 
standard error of the mean was 1.12 per cent. Recoveries of smaller 
amounts of pregnanediol were less uniform, but some quantitative 
significance could be attached to determinations of 1 to 3 mg. per 
liter, when 2 or 4 liter volumes were used. 

Similar volumes of male urine to which no sodium pregnanediol 
glucuronidate was added wore hydrolyzed and extracted in the 
same manner. Two of these samples jdelded no precipitate at 
the final step, while three gave readings of 0.1 to 0.8 mg. per liter. 

The melting points of the recovered material in the determina- 
tions shown in Table II ranged from 218-228°, and on mixing with 
pure pregnanediol (m.p. 238°) no depression occurred. 

Pregnanediol determinations on human urine during the luteal 
phase of the menstrual cj'cle and during pregnancy have yielded 
material with melting points ranging from 205-228°. These melt- 
ing points were not depressed and usually were elevated when the 
material was mixed with the pure substance. The lower values 
are apparently due to a small amount of unidentified material not 
present in h 3 'droh’sates of the combined form. The possibilitj’ 
that this impurit}' is allopregnanediol has not been eliminated. 

DISCUSSION 

The calculation used in determining the free pregnanediol 
equivalent of sodium pregnanediol glucuronidate maj’- be subject 
to error. Venning and Browne showed that sodium pregnanediol 
glucuronidate contains 1 molecule of water of crj’stallization and 
has a molecular weight of 536. As the molecular weight of free 
pregnanediol is 320, these authors used a factor of 0.597 for the 
conversion of the complex to free pregnanediol. Bachman, Leekley, 
and Hirschmann (9) found that the combined form is hygroscopic, 
but that all water is removed when the material is dried in a 
vacuum over phosphoms pentoxide at room temperature. It has 
been assumed in the above calculations that no solvent of crj’stal- 
lization was present in the sodium pregnanediol glucuronidate 
used, and that 1 gm. of the complex contained 0.618 gm. of free 
pregnanediol. The material used was repeatedlj^ recrj'stallized 
from 95 per cent ethjd alcohol and dried in air at 90°. 

It appears unlikelj’^ that the failure to obtain 100 per cent re- 
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covery on h 3 ’’drolysis of the complex in aqueous solution can be 
attributed to an error in this calculation. However, the con- 
sistent loss of 20 per cent under varied conditions cannot be traced 
to incomplete extraction and, as destruction is largely eliminated 
by the use of toluene, it remains unexplained. The further loss 
in determinations on urine is believed to be incurred in purification. 
The recoveries given in Table II show that determinations on 
urine containing 3 mg. or more of pregnanediol per liter may be 
made with considerable accuracy. When 1 to 3 mg. of preg- 
nanediol per liter is present, the error involved is large, but this 
error is somewhat reduced by increasing the volume of urine 
extracted. 

On two occasions no pregnanediol was detected in 1 liter samples 
of urine containing 1.2 mg. of pregnanediol. Some samples of 
normal male urine yielded zero values, while others gave 0.1 to 
0.8 mg. of some unidentified substance per liter of urine. It is 
assumed that the recovered material in these cases is not preg- 
nanediol, but is an impurity which may lead to error in deter- 
minations on urine containing comparable amounts of pregnane- 
diol. Although Engel, Thorn, and Lewis (10) isolated 64 mg. of 
pregnanediol from 1000 liters of noimal male urine, the zero values 
shown in Table II indicate that amounts of pregnanediol of the 
order found b}”^ Engel, Thorn, and Lewis are not uniformly detect- 
able by the above method. 

Subject to these limitations the method proposed is satisfactoiy. 
It requires no special apparatus, it is free of technical difficulties, 
and no abnormal urinary constituents such as albumin or blood 
have been found to interfere. As pregnanediol is a stable sub- 
stance, no special precautions are required in the collection of 
specimens and the loss through hydrolysis which is so inconstant 
in determination of the combined form is obviated. 

To estimate the 24 hour excretion of pregnanediol the following 
approximate calculation is made 


Daily pregnanediol output, mg. = 


24 hour urine volume 
volume urine used 


X pregnanediol found, mg. X 1.47 

which takes into consideration the average loss entailed in the 
method. Although the correction factor seems large, it is over- 
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balanced bj' the uniformity of results, by the stability of free 
pregnanediol, and by the simplicity of the method. 

The authors are indebted to Dr. L. L. Engel for valuable advice 
and criticism and to Dr. P. G. Weil for many helpful suggestions. 

SUltMARY 

The difficulties encountered in the determination of sodiiun preg- 
nanediol glucuronidate arc cited and a method based on the deter- 
mination of the free form of pregnanediol is described. The ad- 
vantages and limitations of the method are discussed. 

It is recommended as a satisfactory' procedure for routine clini- 
cal use or for the large scale preparation of pregnanediol from 
human urine. 
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THE EFFECT OF ALEJH.OSIS ON THE RELATIONSHEP 
BETWEEN SERUM CALCIUM AND PROTEIN IN VIVO* 

Bt HERMAN YANNET 

(From the Dcparlmcnl of Pediatries, Yale University School of Medicine, 

New Haven) 

(Received for publication, September 26, 1940) 

In the absence of definite experimental etddence, it has generally 
been assumed that the symptoms of tetany associated udth in- 
creases in serum pH are due to a decrease in the concentration of 
ionic calcium. However, by means of the frog heart method, 
McLean and Hastings (1) were unable to demonstrate any sig- 
nificant change in calcium ions with change in pH. Because of 
the relativel}’ narrow pH range in which these investigators 
worked, and the limited range of sensitivity of the method, no 
definite conclusions were offered, and the question of the effect of 
alkalosis on the capacity of protein to bind calcium was left open. 

It has been abundantly confirmed that the concentrations of 
total calcium and protein in serum, in the absence of recognizable 
defects of calcium metabolism, bear a linear relationship to each 
other. This has been e.\pressed by the regression equation, 
total Ca = a X total protein b, in which a and b are constants. 
Using data accumulated in the literature, McLean and Hastings 
(1) have demonstrated that the value for the intercept b in this 
equation is a close approximation of the concentration of ionic 
calcium as determined by their frog heart method, imder nor- 
mal conditions. 

On the basis of these considerations, the relationship betv'een 
total calcium and proteins in the senun of normal animals, and 
those with marked elevation of senun pH, was studied. It was 
hoped that by these means some idea would be gained as to the 
effect of alkalosis on the ability of serum protein to bind calcium 

* Aided by grants from Child Neurology Research (Friedsam Founda- 
tion) and the Fluid Research Fund of Yale University School of Medicine. 
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and the magnitude of the intercepts in the respective regression 
equations, which might give an approximation of the effect of 
alkalosis on the concentration of calcium ion. 

Procedure and Methods 

Cats were used as the experimental animals. The}'- were fed on 
canned salmon and milk for at least 1 week before the experimental 
procedure. The method employed for producing alkalosis was 
as follows: The animals were injected intraperitoneally with a 
solution containing 50 gm. of glucose and 200 to 300 milliequiva- 
lents of sodium bicarbonate per liter, in amounts approximating 
100 cc. per kilo of body weight. 5 hours later, a similar quantity 
of fluid was withdrawn. The serum changes resulting from this 
procedure have, in part, been previously described (2). These 
were an increase in pH and total COo, a decrease in chloride, and 
relativel}'^ little change in sodium. These changes persisted prac- 
tically unchanged for at least 24 hours. At intervals of 2 hours, 
beginning with the withdrawal of the fluid from the peritoneal 
cavity, samples of blood were removed in amounts varying from 
15 to 20 cc. A total of twenty-four blood samples was examined 
from six different animals. Of these, two animals survived 24 
hours and were sacrificed, two animals died after 6 hours, and two 
animals died after 10 hours. The control observations were made 
on five animals. Of these, three animals were not treated in any 
way, and two animals were subjected to depletion of extracellular 
electrolytes as previously described (3). This resulted in marked 
hemoconcentration. By this procedure, and by the frequent with- 
drawal of fairly large quantities of blood, an adequate distribution 
of serum protein concentrations was obtained. A total of twenty- 
nine observations was made in the control group. All manipula- 
tions were carried out under nembutal anesthesia. 

The blood was collected and allowed to clot under oil. The 
chemical analyses were carried out on the senun which was re- 
moved in the usual manner. Total protein was calculated from 
the nitrogen content determined by the Kjeldahl procedure. 
Total CO 2 was determined by the method of Van Slyke and Neill 
(4), phosphate by the method of Fiske and Subbarow (5), calcium 
by the method of Clark and Collip (6), and pH by Cullen’s method 
(7) as modified for the Evelyn colorimeter. 
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Results 

The data may be most convenientlj' presented by means of the 
statistical analysis. This is summarized in Table I. The average 
concentration of serum protein in both groups showed no signifi- 
cant difference. The range in the control animals was from 5.4 
to S.5 per cent, and in the alkalotic animals from 4.3 to 8.5 per 
cent. There was a significant decrease in the average calcium 
concentration in the alkalotic group, the individual values having 
a range from 6.3 to 10.4 mg. per cent. In the control group the 
calcium concentrations varied from 8.6 to 11.7 mg. per cent. 
There was a significant increase in the average value for phos- 
phorus in the alkalotic group with a range in the individual values 
from 5.5 to 17.1 mg. per cent. In the control group phosphorus 


Table I 

Results of Serum Analyses in Normal and Alkalotic Animals 



Ko. of 1 
obacrv&- i 
tions 

Total 
protoin | 

Ca j 

P 

Total COi 1 

pH 



ffm. per 
SCO ce. 

mff. pfr 

too cc. 

mQ. per 

too «. 

pet 1 , 1 


Control 

29 

6.S4 

10.9 

6.46 

17.48 1 




±0.13* 

±0.15 

±0.38 



Alkalotic 

24 

7.08 

7.9S 

10.29 


7-65 



±0.19 

±0.25 

±0.60 

1 ±0.98 

±0.02 


• Standard error. 


varied from 3.5 to 11.4 mg. per cent. The degree of alkalosis 
produced b 3 ' the procedure emplo 3 ’ed may be seen from the aver- 
age values for total COj and pH. 

Relationship between Protein and Calcium — ^The correlation coef- 
ficient between total protein and calcium in the serum of the- 
normal animals was 0.55 dh 0.13, and the regression equation 
expressing this relationship Ca = 0.62 protein + 6.7, in which the 
standard error of the regression coefficient is 0.18, and of the inter- 
cept 0.12. This agrees fairly closely with similar equations ob- 
tained in humans (8-10) and in dogs (11). 

In the animals with alkalosis the correlation coefficient between 
protein and calcium was 0.58 ± 0,17, and the regression equation 
Ca = 0.76 protein + 2.61, in which the standard error of the 
regression coefficient was 0.22, and of the intercept 0.20. 
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Relationship between Phosphorus and Calcium — In the control 
group no correlation could be demonstrated between calcium and 
phosphorus. In the animals with alkalosis the correlation coeffi- 
cient was —0.34 ± 0.19, which statistically cannot be considered 
significant. When the data from both groups are combined, a 
significant negative correlation coefficient between calcium and 
phosphorus is obtained equal to —0.56 ± 0.10. The regression 
equation expressing this relationship was Ca = —0.26 P + 11.3, 
in which the standard error of the regression coefficient is 0.05, 
and of the intercept 0.17. The regression coefficient in this equa- 
tion is very similar to that obtained b}’^ Peters and Eiserson (8) 
in human serum. 


DISCUSSION 

The type of alkalosis produced by the procedure employed in 
these experiments is essentially similar, as regards the resulting 
serum electrolyte configuration, to that following prolonged vomit- 
ing of gastric juice, or the administration of sodium bicarbonate 
to patients with impaired renal function. In the former, however, 
one frequentl}’- encounters reduced serum sodium concentrations 
as well. The effect of alkalosis on the concentration of serum 
calcium has been previously studied with equivocal results. Thus, 
Peters and Van Slyke (12) and Schmidt and Greenberg (13) in 
their reviews of this phase of calcium metabolism reach the con- 
clusion that the alkalosis resulting from the administration of 
bicarbonate is not associated with a significant decrease in serum 
calcium. On the other hand, Stewart and Haldane (14), and 
recently McCance and Widdowson (15) in a case of p 3 doric ob- 
struction, were able to demonstrate hjq)Ocalcemia, presumablj' 
secondarj' to an alkalosis due to excess alkali. Our experiments 
confirm the latter observations. 

It will be noted in Table I that the variations in serum pH in 
both control and alkalotic groups are very small. In both groups 
about two-thirds of the individual observations are within 0.1 
unit of the average for the group as a whole. The regression equa- 
tions expressing the relationship between calcium and protein may 
therefore be considered as representing this relationship at two 
different but fairly constant levels of serum pH. A comparison 
of the two regre.ssion equations indicates: first, that the average 
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quantifj' of calcium bound to protein is slightly greater in the 
alkalosis group, although statistically this may not be significant; 
second, there is a significant decrease, in the alkalotic group, of 
calcium not combined to protein. This latter fraction of the total 
calcium represents primarily ionic calcium, although a small but 
appreciable quantit}-- of bound but diffusible calcium is also 
included in this fraction (1). 

The explanation for the reduction in ionic calcium during alka- 
losis is not clear. It will be noted that associated vidth this finding 
a significant hj-perphosphatemia was demonstrated. This has 
been noted by others (15-17). Our data, however, add nothing 
directli" bearing on the problem of the inverse relationship sho\\Ti 
to e.xist between serum calcium and phosphorus under various 
conditions. The absence of a significant correlation between cal- 
cium and phosphorus in the indi-vidual groups is probably due to 
the lack of an adequate variation in serum phosphorus. When 
both groups were combined, the e.xpected inverse relationship 
could be demonstrated. 

hIcLean and Hastings (1), from their study of calcium ion con- 
centrations in serum of various dilutions, concluded that the 
relationsliip of bound to ionic calcium follows the mass law equa- 
tion describing the ionization of calcium proteinate. If it be 
assumed that [total Ca] — [Ca++] = [calcium proteinate], and 
[total protein] — [calcium proteinate] = [protein”], the mass law 
equation describing the ionization of calcium proteinate takes the 
following form 

rpa++1 

[Total Ca) = [Ca-M-] [total protein} + [Ca-^l 

As AIcLean and Hastings point out, the empirical calcium and 
protein regression equation is a special case of the mass law 
equation in which [Ca++] represents the intercept, and [Ca++]/ 
([Ca++] -f K), the slope. The rectilinearity of the regression 
equation is therefore dependent on the fact that, imder the condi- 
tions in which the empirical regression equations cited in the litera- 
ture were obtained, [Ca'^] tended to be relatively constant. This 
was demonstrated bj-- McLean and Hastings who found, by actual 
determination of [Ca++] in serum and protein containing body 
fluid containing widelj' varying concentrations of protein, a small 
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range in [Ca++] variability. Presumably, in our alkalosis experi- 
ments, the relatively constant value for serum pH was also asso- 
ciated with relatively little variability in [Ca++] in the group as 
a whole. From our data, we may calculate the pK of calcium 
proteinate for the control and alkalotie groups. The average 
values for calcium and protein are given in Table I, and expressed 
as moles per kilo of HjO. The concentration of water is obtained 
from the formula, 99 — 0.75 protein. The factor for converting 
protein into base-combining equivalents was obtained from the 
data of Van S^ke, Hastings, Hiller, and Sendroy (18), with the 
average values for pH in Table I, and assuming an albumin to 
globulin ratio of 1.8 and a valence of 2 for the serum proteins. 
Calcium ion concentrations were obtained from the intercepts of 
the respective regression equations and expressed as moles per 
kilo of H 2 O. In this fashion, pK values for calcium proteinate 
in the control and alkalotie groups were calculated as 1.96 and 
2.37 respectively. In a similar manner, McLean and Hastings 
calculated the respective pK values from the calcium and protein 
regression equations given by five different investigators. These 
were found to vary from 1.97 to 2.28, averaging 2.12. The pK 
value for calcium proteinate deteimined by Hastings and McLean 
from their data on calcium ion concentrations in serum with the 
frog heart method was 2.22 ± 0.07. Considering the limited 
number of observations with the intercept in the regression equa- 
tion as a measure of [Ca++], our values for the pIC of calcium 
proteinate cannot be considered as significantly out of line. It 
must therefore be concluded, tentativelj'', that our data on the 
relationship between serum calcium and protein in vivo, in the 
presence of marked elevations of serum pH, agree with the con- 
clusions of Hastings and McLean that the behavior of these serum 
constituents may be described by a simple mass law equation as 
a first approximation. 


SUMIVIABY 

The relationship between calcium and protein in the presence 
of a marked degree of alkalosis was studied in cats. 

A significant hypocalcemia due presumably to marked reduction 
in calcium ion concentration was demonstrated. H 3 q 3 eiphos- 
phatemia was also found. 
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The relationship between calcium and protein was such as to 
agree with the conclusion of McLean and Hastings that this rela- 
tionship may be described, as a first approximation, by a simple 
mass law equation yielding the ionization constant of calcium 
proteinate. 
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A NEW PHOTOMETRIC METHOD FOR THE 
DETERMINATION OF IRON 
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In the studj’- of many tiT^es of biological material it has become 
of increasing importance to determine accuratel}' extremely small 
amounts of iron. Since color reactions are, as a rule, very sensi- 
tive, colorimetric procedures are particular!}* useful in the micro- 
anal}*tical field, and several colorimetric methods have appeared 
in the literature on iron determination. 

Although the extremely sensitive thiocyanate reaction is widely 
used for quantitative purposes, and has been the basis for much 
of our knowledge of iron concentration in biological material, the 
difficulties of the thiocyanate method have all combined to make 
investigators welcome the proposal of other processes, and pyro- 
catechol (1), p}Tamidon (2), thioglycolic acid (3), dimethylgly- 
ojdme (4), the HjFeCls complex (5), a,a'-bipyridine (6), 8-hy- 
droxyquinoline (7), o-phenanthroline (8), ferron (9), etc., have 
successively been proposed for chromogenic agents, and applied 
to the quantitative determination of iron. 

Lutz (10) has shown that acid solutions of ferric ions give a 
blue-green color with protocatechuic acid, and that ferrous ions 
give no color under the same conditions. The blue-green color 
formed by the interaction of ferric ion and protocatechuic acid 
changes to red in solutions made alkaline, and alkaline solutions 
of ferrous ions give a red color with the reagent, as does ferric 
ion under similar conditions. The extreme sensitivity of this 
color reaction induced the present author to adapt it into a work- 
able and reliable procedure w*hich has been found to be a simple, 
rapid, and accurate method for the determination of iron in 
biological materials. 
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Photometric Determination of Iron 


Method 

Reagents — We use two reagents, which will be designated 
Reagents A and B, for determining the total iron. 

Reagent A — To 1 gm. of protocatechuic acid in a 100 ml. volu- 
metric flask add 50 per cent ethyl alcohol, dissolve at room tem- 
perature, and dilute to Iftii mi. with the soVveTit. This 'xesgesit 
is kept in a dark glass-stoppered bottle away from sunlight. 

Reagent B — To 1 part of n NH 4 OH add 4 parts of N (NH^sSOa. 
All of the chemicals and solutions must be of the purest grade, 
as free from impurities as possible. 

Both reagents remain unchanged for a long time if carefully 
handled. 

Procedure — PyreX test-tubes graduated at 1, 2.5, 5, 7.5, and 
10 ml. are used in our technique. An exactly measured quan- 
tity of the solution to be tested is introduced into a test-tube, 
treated with Reagent A, and afterwards with Reagent B, drop 
by drop, with thorough mixing after each addition until the char- 
acteristic red color develops. The contents of the tube are 
then diluted to an appropriate volxune. The solution must be 
clear and have a red color. 

The photometric measurements are made with the Zeiss Pul- 
frich step-photometer. The technique employed in making the 
measurements is that described in the directions which" accom- 
pany the instrument.^ The extinction, E, was either read from 
a calibrated drum on the photometer or calculated from the 
transparency, D. The extinction coefficient, h, was then ob- 
tained by dividing E by s, the length of the cell used; k = E/s. 
A blank solution is used for reference liquid. 

Effect of Hydrogen Ion Concentration on Color — The hydro- 
gen ion concentration has a great effect not only on the consecu- 
tive colors culminating in the characteristic red, but also on their 
intensities. The blue-green color is not formed with proto- 
catechuic acid in strongly acid solution of ferric ions; this color 
develops, changes to blue, and afterwards to violet, at about 
pH 5, in proportion to the diminution of the free H ions. These 
colors present various hues, and increase in intensity in propor- 
tion to the decrease of the hydrogen ion activity. The red de- 
velops in alkaline solution. The blue-green color disappears 

» Mess 430 d/IV. 
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altogether in strongh- acid solution, and an excess of alkali hy- 
droxide destroys tlie red color. 

The influence of the hydrogen ion concentration on the various 
colors is shown in Table I. In this studj’ the amount of iron was 
kept constant. 

The determination of the total iron in acid solution, while prac- 
ticable, is not advantageous, since it is essential to adhere to 
rigidly specified conditions, particularly mth regard to the 
hj'drogen ion concentration, and ferrous ion must be absent from 
the sample to be analyzed. In addition, the color reaction in 
acid solution of ferric ion is less sensitive. On the other hand, 
the protocatechuic acid reaction can be apph'ed to the determina- 
tion of bpth ferric and ferrous ions on the same solution b}" deter- 

Table I 


Effect of Hydrogen Ion Concentration on Color 


pH 1 

Color 

Filter No. 

1 

h 

2. So 

Blue-green 

S-66.6/3.5 

0.156 


tt 

S-66.6/3.5 

0.201 

4.54 

Blue 

S-61 



Violet I 

S-57 

0.357 


tt 

S-57 

0.357 

5.80 

tl 

S-57 

0.4S2 

8.50 

Red 

1 S-50 

0.627 


mining the ferric ion in acid solution and the total iron by the 
method described in this paper. 

Effect of Excess of Reagents — An excess of Reagent B has no 
effect on the transparency. The same does not hold for Reagent 
A which carries a barely perceptible touch of yellow into the 
blank solution. This e-xtremelj' sbght coloring deepens in pro- 
portion to both the amount of protocatechuic acid and the time 
that the solution is allowed to stand before the extinction is 
measured, as shown by the following results. The final volume 
of the solution was 10 ml. in each case. 


Reagent A 

i 

ml. 


0.2 

0.000 

0.3 

0.000 

1.0 

0.003 

2.0 

0.006 
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After 30 minutes standing, the extinction coefficient for the 
solution containing 0.3 ml. of Reagent A was k = 0.009, and the 
extinction for the solution to which 2 ml. of the same reagent 
were added was correspondingly higher. From these data it is 
concluded that Reagent A must be used discreetly and that un- 
necessarily large amounts of protocatechuic acid are not to be 
added to the sample to be analyzed. 

Quantity of Reagents — 0.2 ml. of Reagent A for 5 ml. final vol- 
ume is the maximiun amount used in our technique, this being 
sufficient to develop the maximum color from a 4 mg. per 100 ml. 
solution of iron. Under the conditions we have used, a large 
number of analyses can be carried out simultaneously, particu- 
larly if the test-tubes are kept in the dark, since, then,, the oxi- 
dation of the protocatechuic acid is retarded and the changes of 
the extinction due to the oxidation of this reagent are, over a 
certain period, without any effect on the results. 

Stability of Color — Under the conditions we have used, the ex- 
tinction remains unchanged for at least 1 hour, as shown in the 
following experiments. 

A 0.5 mg. per 100 ml. solution of iron was treated with 0.1 ml. 
of Reagent A, and made alkaline with Reagent B. The values 
of k were as follows: 

Immediately 30 min. later 60 min. latei 90 min. later 

0.53S 0.538 0.53S 0.550 

Under the same conditions, but with 0.4 ml. of Reagent A, 
the following values were obtained. 

Immediately 30 min. later 12 hrs. later 

0.538 0.650 0.669 

In these experiments pure water was used for compensating 
liquid. 

A 0.25 mg. per 100 ml. solution of iron was treated with 0.2 
ml. of Reagent A, made alkaline with Reagent B, and the color 
reading taken promptly’’ thereafter. The extinction coefficient, 
k — 0.2GS, remained unchanged for at least 1 hour, either dis- 
tilled water or blank solution having been used for compensating 
liquid. The following changes were recorded 18 hours later: 
against distilled water, k = 0.347 ; against the reagent blank 
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solution, k = 0.16S. Such variations as these are due to the 
oxidation of the protocatcchuic acid, a strongly reducing sub- 
stance which is easily oxidizable, particularly in alkaline solution, 
developing a yellowish hue which increases in degree on standing. 

Effect of Temperature on Color Readings — Under the conditions 
of our technique, it was found that anj^where in the range of 
20-30° the color readings were identical; temperature is thus 
unimportant in this range which covers the usual room tem- 
perature. 

Effect of Final Vohnne on Color Readings — A change of the final 
volume has no effect on the transparency, as is shown in Table II. 

Lamherl-Bccr Law — The intensity of the red color formed with 
protocatcchuic acid in solutions made alkaline with Reagent B 
is determined by the amount of iron present. It is tliis direct 


Table II 

Effect of Final Volume on Color 
The solution contained 0.5 mg. per 100 ml. of Fe in each case. 


Final volume 

Cell length 

E 

k 

ml. 

cm. 



2.5 

0.5 

0.26S 

0.536 

5.0 

1.0 


0.53S 

7.5 

1.0 


0.538 

10.0 

1.0 

1 

0.53S 


relationship between the iron and the intensity of color which 
permits the use of the method. The conformity of the colored 
solution to the Lambert-Beer law was tested. Calibration graphs 
plotted with the per cent of iron and extinction coefficient, k, as 
coordinates were straight lines; an equation for the per cent of 
iron maj' thus be derived from the slope of the line. 

The extinction coefficient, k, is the extinction for a cm. layer 
of absorbing medium, and is directly proportional to the concen- 
tration of a solution, if the Lambert-Beer law holds. In this 
case, the concentration of the solution varies directly as the ex- 
tinction coefficient, and to determine the concentration of an 
unknown we measure only the extinction of a layer of known 
thickness. We can then calculate the concentration of the 
solution. 
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Let h denote the extinction coefficient of a solution of known 
concentration, Ci. The concentration of an unknown, cz, giving 
an extinction coefficient k2 is cz = Ci/ki X ^2," kz and cz are vari- 
ables and ci/ki is a constant. 

Once determined, the constant will always hold for the method; 
so that the concentration of an unknown is readily calculated by 
multiplying the constant by the extinction coefficient. 

Table III shows that the extinction coefficient, k, is directly 
proportional to the concentration of iron, c. 


Table III 

Relation of Extinction Coefficient, h, to Concentration of Iron, c 


Fc 

Cell length 

D 

I 

1 ^ 

k 

c 

1 k 

mg. per 100 ml. 

0.025 

cm, 

5.0 

73 

mm 

0.027 

0.926 

0.050 

3.0 

69 


0.054 

0.926 

0.100 1 

2.0 

61 


0.108 

0.926 

0.200 

1.0 

61 


0.215 

0.930 

0.300 

1.0 

47.5 


0.323 

0.929 

0.400 

1.0 

37 


0.432 

0.926 

0.500 

1.0 

29 


0.538 

1 0.929 

1.000 

0.5 

29 

0.538 

1.076 

0.929 

1.500 

0.5 

15.8 j 

0.801 

1.602 

0.936 

2.000 

0.25 

29.2 

0.535 

2.140 

0.935 

3.000 

0.25 

15.8 

0.801 

3.204 

0.936 

Mean 





0.930 


Standard error, \/2(d=)/(n(n — 1)) = 0.0012. 


Interfering Ions — Interference by ions in colorimetric work is 
regarded as being caused bj'^ the color of the ion or by the fact 
that the ion forms a colored complex with the reagent. On the 
other hand, it is known that there is little correlation between the 
absence of color and the degree of interference, since an ion may 
form a colorless complex which is more stable than the desired 
colored complex. 

The solution of iron to be tested must be colorless and clear, 
and neither color nor cloudiness should develop when a portion 
of the liquid is made alkaline with Reagent B alone. In view of 
the sensitivitj’’ of the protocatechuic acid reaction, very small 
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amounts of material are, as a rule, required for the determination 
of iron. 

Copper interferes ondng to the formation of the blue copper- 
ammonium comple.v. Since only small amounts of copper are 
ordinarily found in biological materials, the effect of this element 
with regard to the blue color formed bj' the interaction of copper 
and ammonium can be disregarded. The same holds for other 
ions which, like copper, may form colored complexes with 
Reagent B. 

A number of tj^pes of biological material contain copper in the 
same order of magnitude as iron; however, the present method 
can be applied to the determination of iron in such materials 
ndthout an}- modification. Under the conditions of our technique, 
a possible influence of copper on the o.vidation of Reagent A in 
alkaline solution was not noted, and at concentrations up to 
0.8 mg. of copper per 100 ml. no effect was recorded. 

A number of ions interfere because the}- precipitate or cause a 
turbidity under the conditions of the color formation. For 
instance, the presence of large amounts of phosphate in biological 
material causes precipitation under the conditions of the method. 
Considering the quantify of ions generally found in such material, 
the phosphates to be taken into consideration arc those of cal- 
cium and magnesiiun. The danger of precipitation of ilgNH^PO^ 
is remote, since the development of the color is carried out at 
room temperature and is completed in several minutes. Cal- 
cium phosphate is formed at about pH 6.8 and may interfere 
seriously. Since an excess of citrate ion dissolves calcium pho.s- 
phate, we preclude its formation by means of ammonium citrate. 

Effect of Citrate Ion on Development of Color — We have studied 
the effect of citrate ion on pure solutions of iron, and on iron 
solutions to which calcium (as calcium chloride) and phosphorus 
(as ammonium phosphate) were added. No influence on the 
extinction was recorded, as may be seen in Table IV. 

The maximtun color develops promptly in pure solutions of 
iron, while the red color from iron solutions to which calcium, 
phosphorus, and ammonium citrate are added reaches full de- 
velopment only about 5 minutes after the reagents are added. 
This was shown by a solution containing 0.25 mg. of iron, 42.8 
mg. of phosphorus, and 28 mg. of calcium per 100 ml., treated 
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with 1 ml. of a 20 per cent solution of ammonium citrate. The 
values of k were as follows: immediately 0.131, 3 minutes later 
0.208, 8 minutes later 0.268, 20 minutes later 0,268. 

Determination of Iron in Biological Materials 

The determination of the total iron in any organic matter re- 
solves itself into two main steps, ashing of the sample and deter- 
mination of the iron in the ash. 

Ashing of Samfh — The greatest difficulty to be overcome is 
the possibility of loss of iron as the chloride. Methods of ashing 
have been designed to minimize this loss as much as possible, an 
object which is only approximated by many. After much study, 


Table IV 

Effect of Citrate, Calcium, and Phosphate Ion on Color 


The solution contained citrate in each case. 


Fo 

Ca 

P 

k 

mff. per 100 ml. 

mg. per too ml. 

mg, per 100 ml. j 


0.50 

0 

0.0 1 

0.538 

0.60 

28 

0.0 

0.538 

0.50 

0 

42.8 

0.638 

0.25 

28 

42.8 

0.268 

0,60 

14 

21.4 

0.538 


the following wet ashing procedure (11) proved to be quite reli- 
able and was finally adopted for general application, 

A convenient sized sample of material is accurately measured 
and placed in a 200 X 20 mm. Pyrex test-tube graduated at 1, 
2.5, 5, 7.5, and 10 ml. 1 ml. of 2 n H 2SO4 is added and the test- 
tube is gently heated over a small flame, with continuous shaking, 
until acid fumes begin to form and the solution starts charring. 
Heating is stopped at this stage, and 1 ml, of a nitric-perchloric 
acid mixture (3:1) is added. The test-tube is gently heated 
until dense fumes of perchloric acid begin to form. Owing to the 
small amounts of material required for the determination of iron 
by our method, the solution is ordinarily colorless at this stage. 
Otherwise, further 0.5 ml. additions of the acid mixture are 
made, as the solution begins to char, until the oxidation has prac- 
tically ceased. The test-tube is then heated more vigorously 
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until the perchloric acid has been completely eliminated and 
most of the sulfuric acid has evaporated. The resulting acidity 
is sufficient to secure eas}’ dissolution of the ash, and to prevent 
iron oxide from being formed. 1 ml. of distilled water is added, 
and the test-tube is slightly heated and then cooled. Usually the 
solution is clear, but if a precipitate of calcium sulfate is present, 
as with samples of milk, for example, in which there is a large 
proportion of calcium to iron, this is filtered bj' suction on a fine 
Jena glass filter, and the filter is washed with distilled water. 
The solution maj' be concentrated, if necessarj*. 

Ddcrminalton of Iron in Ash — To the cold, acid solution of the 
ash 1 ml. of a 10 per cent solution of ammonium citrate, 0.05 to 
0.2 ml. of Reagent A, and Reagent B, drop by drop, are suc- 
cessively added with thorough mixing after each addition until 
the characteristic red color develops. The contents of the tube 
are then diluted to an appropriate volume. A blank is carried 
through the entire procedure at the same time, under exactly 
the same conditions, to sen*e as compensating liquid. Bj’- so 
doing the effect of anj' iron contamination in the reagents is 
automatically eliminate. 

The photometric measurements are made ndth the Zeiss Pul- 
frich photometer. The colored iron solution is run into the ab- 
sorption cell of the instrument, the blank is placed in the other 
cell of the photometer, and the extinction is determined with the 
use of Filter S-50 and cells of appropriate length. Such a depth 
of cell is selected that the e.xtinction, E, lies between 0.15 and 0.80; 
measurements of E above 1.00 and below 0.10 should be avoided 
as far as possible. One may work at extinctions below 0.10 and 
above 1.00, but the accuracy udll suffer. The change of cells 
is not an inconvenience, and the proper size can be easilj' selected. 
All measurements are reduced to the co mm on basis of a cell 
1 cm. in length. The color readings must be made within 10 
to 40 minutes after the addition of the reagents. 

If too large a sample has been taken for the anal 3 ^sis, as some- 
times may happen with material of unknown iron concentration, 
the final colored solution may be diluted to an appropriate vol- 
ume before the color is read. If the solution of the ash should 
prove to be too concentrated, an aliquot of it may be diluted 
with distilled water to a suitable volume before the reagents 
are added. 
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Results 

In order to determine the accuracy of the method, a sample of 
beans (Phaseoliis vulgaris, L.) was analyzed by our method and 
also by the permanganate procedure. In Table V are presented 
the iron values obtained by our method. Determinations were 


Table V 


Representative Iron Analyses on Phaseolus vulgaris by Author’s Method 


Dry 

matter 

Final 

volume 

Cell length 

D 

E 

k 

Fe 


ml , 

5 

cm. 

5 

49.5 


0.061 

per cent. 

0.011 


5 

5 

37 

■19 

0.086 

0.012 


10 

3 

69 

0.161 

0.054 

0.011 


10 

3 

62 

0.208 

0.069 

0.011 


7.5 

2 

62 

0.208 

0.104 

0.012 

65.80 

7.5 

2 

59 

0.229 

0.115 

0.012 

87.10 

7.5 

2 

47 

0.328 

0.164 

0.013 

■wl 

5 

1 

54 


0.268 

0.011 


5 

1 

40 


0.398 

0.011 

m 

5 

1 

29 


0.538 

0.011 


Table VI 


Determination of Iron Content of Blood 


Blood 

Final 

volume 

Coll length 

D 

E 

k 

Fe 

ml. 

ml. 

cm. 




mg . per 100 
ml . 

0.01 

10 

3 

44 

0.357 

0.119 

55.34 

0.02 

5 

1 

57.5 


0.240 

55.80 

0.03 

5 

1 

43.5 


0.362 

56.11 

0,04 

5 

1 

33 


0.482 

56.03 

0.05 

5 

1 

25 


0.602 

55.99 


5 

0.5 

24.6 

0.609 

1.128 

56.64 


made on the same sample by the permanganate procedure. 
To cite only one determination taken at random, we have found 
0.012 per cent of iron by employing 24.3174 gm. of the sample. 
As may be seen, the agreement between the two methods is quite 
satisfactory. The data given in Table V show the accuracy of 
our method compared with a reliable macromethod. 
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Dclcmination of Iron in Blood — The determination of the 
amount of iron in the blood furnishes an accurate method for 
determining the hemoglobin content. Determinations can be 
made irith ver)' small amounts of blood by our method, and the 
results are quite reliable, as shown in Table VI. 

summahy 

A new photometric method for the determination of iron witli 
protocatechuic acid is described. 

The various colors formed by the interaction of iron and pro- 
tocatechuic acid have been studied, and the red color produced 
in alkaline solution has been selected for the determination of 
total iron, owing to the extreme sensitivitj' of this color reaction 
and to the fact that both ferric and ferrous ions behave identically 
under the conditions of the method. 

The lack of interference, under the conditions of our method, 
by all ions commonly found in biological materials and the re- 
producibility and sensitivity of the color reaction make the method 
superior to other colorimetric procedures for iron. 

The color Si'stem follows the Lambert-Beer law; therefore the 
concentration of an unknown is readily calculated. With the 
e-xception of a Pulfrich photometer, no special equipment is re- 
quired, and, as no separations are involved, the procedure i.s 
\exy simple. 

A simple, j'et reliable, method of ashing the sample is described, 
and anal3'ses for beans and blood are given. 

The possibility of apph’ing the protocatechuic acid reaction 
to the determination of Ijoth ferric and ferrous ions on the same 
solution is suggested. 

Simplicitj’-, rapidity', sensitivity', and applicability' u-ith minor 
variations to a wide variety of materials are the chief advantages 
of the protocatechuic acid method for iron. 
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Change in optical rotation was first used as a naeasure of protein 
digestion by Schutz in 1SS5 (1). This investigator found that the 
amount of ovalbumin digested b 3 ' pepsin, as measured by the 
optical rotatorj' power of the non-protein products, was propor- 
tional to the square root of the quantitj' of enzjnne used. This 
relationship is commonlj’ known as the Schutz or Schiitz-Borissov 
rule. SchQtz boiled the digestion mixture with ferric chloride 
to precipitate anj' protein residue, and found that the clear filtrate, 
which contained the hydrolj'tic products, was highly levorotatory. 

Despite the simplicitj’ and accuracj' offered by optical rotation 
measurements, verj’ little use has been made of this method for 
follo^^dng protein hj'drolj’sis. Gore (2) showed that when gelatin 
was digested bj' papain there was no longer a large change in 
specific rotation of the protein with temperature and that there was 
a regular relation between the activity of the enzyme used and the 
change in specific rotation of the substrate. Quick (3) utilized 
these facts to develop an empirical procedure for measuring the 
quantity of proteolji;ic enzjnne present in various malts by the 
rate at which these enzjTnes decreased the specific rotation of 
gelatin solution. 

The cleavage of sjmthetic peptides by trypsin and erepsin has 
been followed bj*^ change in optical rotation (4), but the accuracy 
was limited bj' the fact that, in most cases, the observed changes 
in rotation were rather small. 

In the present study, optical rotation is shown to be a criterion 
of both the amounts and kinds of degradation products produced 
by either enzj’^mic or acid hydrolysis of proteins. Onlj"- “com- 
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plete” proteins, precipitable by trichloroacetic acid, are used as 
substrates, so that, following enzymic digestion, measurements 
can be made exclusively upon the clear trichloroacetic acid filtrates, 
which contain only non-protein fractions, and not upon whole 
digestion mixtures. 

Since total nitrogen analyses were always carried out on the 
non-protein fractions, the optical rotatory power of these solutions 
is expressed by an arbitrary term, which we define by analogy 
■with specific rotation, as 

,j 100 X observed rotation, degrees 

length of tube, dm., X gm. total N per 100 ml. 

aNn can be converted to ordinary specific rotation, (or vice 
versa), by multiplying the former quantity (or dividing the latter) 
by the fractional percentage of N which the optically active sub- 
stances in solution contain. The method of obtaining this per- 
centage will be indicated subsequently for specific cases. 

When the hydrolysis is with mineral acid, samples of the protein 
hydrolysate are decolorized unth carbon and filtered, and analyzed 
in the same manner as the above trichloroacetic acid filtrates. 

It ■^viU be shown that is related to the percentage of free 
amino groups in the degradation products of casein, so that the 
former quantity is a measure of the degree of splitting of the pep- 
tide bonds. This fact is utilized in the comparison of the action 
of different proteases on the same protein substrate. 

An indication that enzymic hydrolysis proceeds by a somewhat 
different path than that followed during acid hydrolysis is obtained 
by correlating the changes in aN“ of the different non-protein 
fractions with corresponding changes in the ratio of free amino N 
to total N, — NHzrN. 

EXPERIMENTAL 

_ Proteolytic Enzymes — The preparation of the plant proteases, 
papain, bromelin, asclepain, and solanain, in partially purified 
form has been described by us (5, 6). The solutions of these 
enzjTnes used in subsequent measurements contained 5 mg. of 
enzyme per ml. of 0.05 m NaCN, adjusted to pH 7. The animal 
proteases used were Armour’s trypsin and Merck’s pancreatin. 
These preparations are, of course, crude mixtures of enzymes, but 
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were quite satisfactorj' for the present purpose. Filtered, aqueous 
e-xtracts were used for the digestions. 

Sheep erepsin was saltcd-out of an aqueous extract of ground 
duodenal tissue b}' two-thirds saturation with solid (NH 4 )!S 04 . 
The precipitate was dialyzed, and an aqueous extract of this 
material was used. The hog erepsin’ used in certain experiments 
was a 30 per cent gb'cerol extract of hog intestinal mucosa, and 
was further activated by the addition of dilute ]\In++. The 
5 'east pobpeptidasc was a concentrate prepared by Dr. M. J. 
Johnson.’ It was further acti\’ated by dilute Zn++. 

Proteins — The proteins used were ovalbumin, prepared bj' 
Sorensen’s method (7), twice rccrA'stallized, and then dialyzed; 
Van Slj’ke casein (8) ; and edestin prepared according to Osborne 
(9). 


Methods 

For the enzjnnic digestions, 2 ml. portions of enz 3 rme solution 
were added to 15 ml. volumes of protein solution, buffered at pH 
7.5 to 8.0. After a specified time of digestion, usually at 37°, 5 
ml. of 20 per cent trichloroacetic acid solution, were added to 
each digest. The mixtures were filtered, and their optical rota- 
tions were measured in a 2 dm. polarimeter tube 'nith a Schmidt 
and Haensch polarimeter. A General Electric sodium vapor 
lamp was the source of illumination. The temperature of the 
measurements was 25°, except when otherwise specified. Several 
readings were usually made on each solution, and the average 
value taken. 

Following the rotation measurements, the same solutions were 
anal 3 ^zed for total N by the micro-Kjeldahl method and for 
amino N by the micromethod of Van Slyke. In the latter method, 
the HNOi was allowed to react for 5 minutes at about 20°. 

In some instances the tyrosine color value was also measured, 
according to Anson’s method (10). In these latter measurements 
the intensity of the blue color produced with the phenol reagent 
was determined with an Evelyn photoelectric colorimeter. This 

’ We are greatly indebted to Dr. J. Berger and Dr. M. J. Johnson of the 
Department of Biochemistry, University of Wisconsin, for suppljdng us 
with this preparation. 
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instrument was calibrated against a series of standard tyrosine 
solutions. 

In certain cases in which the substrate was subjected to the 
action of two or three different enzyme preparations, the digestion 
mixture was briefly heated at 95-100° to inactivate each enz 5 ^me 
prior to the addition of the next one. 

In all cases, control measurements were carried out in which the 
trichloroacetic acid solution was first added to the protein sub- 
strates and the enzyme solutions added afterwards. These 
corrections, which were subtracted from the experimental values, 
usually amounted to from 0° to 0.10° of optical rotation per 
2 dm., 0.1 to 0.2 mg. of total N per ml., 0.05 to 0.1 mg. of amino 
N per ml., and 0 to 0.005 X 10~^ milliequivalent of tyrosine color 
per ml. for the digestions with the plant proteases. The correc- 
tions were about twice as large when pancreatin, trypsin, or the 
peptidase preparations were used. 

The optical rotation readings made on each solution usually 
agreed to within 0.02° to 0.05°, so that, for an observed rotation 
of 2° to 5°, the relative error was about 1 per cent. 

Effect of Varying Temperature and pH on Optical Rotation of 
Non-Protein Fraction — Measurements at different temperatures 
were made on the trichloroacetic acid filtrate from a papain digest 
of casein, a polarimeter tube with an outer metal jacket for water 
circulation and temperature control being used for this purpose. 
It was found that, between 16.6-37.5°, the greatest range in the 
observed rotations was from —3.04° to —3.12°, a variation cor- 
responding to approximately twice the limit of the experimental 
error. Accordingly, it was not necessary to specify accurately 
the temperature at wliich all subsequently recorded measure- 
ments were made, and 25° (the usual temperature of the polarim- 
eter room) is taken as the standard temperature. 

In order to determine the effect of varying pH on optical rota- 
tion, 10 ml. portions of the trichloroacetic acid filtrate of a tryptic 
digest of casein were adjusted to different pH values with acid or 
alkali and made up to a 25 ml. volume with water. Between pH 
1 and 7, the observed rotations increased gradually from —3.56° to 
—3.87° and then gradually fell to —3.76° at pH 10. In view of 
the great variation of rotation with pH in the case of many pro- 
teins and of all amino acids (11), this relative constancy in the 
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rotation values of the tryptic digestion products is surprismg, 
and cannot be explained by us. WTicn the final concentration of 
trichloroacetic acid was varied between 2 and 7.5 per cent, there 
was no appreciable effect produced on the optical rotation. 

Optical Rotation McasurctnciUs Following Enzymic Digestion in 
Urea Solution — The digestion of most denatured proteins in con- 
centrated urea solutions can be followed by optical rotation 
changes as readily as in the case of aqueous solutions, e.xcept that 
(owing to the presence of urea) amino and Kjeldahl N deter- 
minations cannot be made on the filtrates. Hemoglobin is not a 
suitable protein for these measurements, since, upon prolonged 
digestion, some of the red color due to heme is carried over into 
the trichloroacetic acid filtrate, and interferes with the optical 
rotation readings. 

Concentrated urea is known to increase the specific rotation of 
ovalbumin (12). This was likewise obsen-ed to be true for casein 
and its intermediate digestion products. Thus we found a” = 
—144° for casein in 6.6 m urea at pH 7.5. This figure is about 45 
per cent higher than the value af = — 100°, reported by Almquist 
and Greenberg (13) for aqueous casein solutions at the same pH. 

As an example of the measurement of the rotation of proteobdiic 
digestion products in urea, 12 ml. of 3.12 per cent casein in 6.6 
M urea" were digested by 2 ml. of papain solution for 20 hours at 
37°. 5 ml. of 20 per cent trichloroacetic acid were then added, 
and the resulting verj' slight precipitate filtered out. The filtrate, 
which contained all of the original casein N, and which was in 
4 M mea, gave a value of aN“ = —655°. This value is about 10 
per cent higher than that subsequently reported for aqueous casein 
digests. 

Comparison of Optical Rotation with Other Methods for Measuring 
Rate of Enzymic Proteolysis— Fig. 1 illustrates the use of four inde- 
pendent methods for measuring the rate of digestion of casein bj’’ 
papain. The cuives are all verj' much alike and aU level out 
after about 2 hours. This is the time which was required for the 
complete conversion of the original casein to the non-protein form. 
This latter fact was ascertained bj* comparing the concentration 
of total N in the trichloroacetic acid filtrates with that in the ini- 

* The percentage of casein in the substrate was calculated from the total 

content, determined prior to the addition of urea. 
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tial substrate, after correction for the dilution of the filtrates. 
Also, after about 2 hours, there was no appreciable precipitate 
when the trichloroacetic acid was added to the digestion mixture. 

If the final tyrosine color value of 0.90 X lO"- milliequivalent 
per ml. is used to calculate the percentage of tyrosine in the 
oi-iginal casein, a value of 7.1 per cent is obtained upon correction 
for the dilution Avith enzyme and trichloroacetic acid solutions 



TIMC (MINUTES) 


Fig. 1. Comparison of the optical rotation with other methods for meas 
uring the rate of formation of non-protein fractions in the digestion o 
casein with papain. 15 ml. portions of 3.4 per cent casein were digested 
at 40° for different times by 2 ml. of papain solution. Scales for the curves 
are represented on the ordinates as follows: Left ordinate, Curve 1, optical 
rotation in levo degrees per 2 dm.; Curve 2, total N in mg. per ml. Right 
ordinate, Curve 3, tyrosin® color value in milliequivalents X 10’ per ml.; 
Curve 4, amino N in mg. per ml. 

This is in fair agreement Avith the value of 6.55 per cent found by 
Folin and Ciocalteau (14), considering that the former figure is 
uncorrected for trj^ptophane, Avhich is present to about 2 per cent 
but Avhich gives a much less intense color Avith the phenol reagent. 
All other proteases AA'hich Avere tested on casein produced essen- 
tially the same final tyrosine color value in the digestion products; 
namely, that corresponding to 6.8 to 7.5 per cent tyrosine (plus 
tryjAtophane) in the original casein. 
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Correlation of ocNf and — icith Time and Degree of 
Hydrolysis— Curves 1 and 2 of Fig. 2 show that, when casein is 
hydrolyzed by papain at 40°, the values of aN^ and — NHs'.N in 
the non-protein filtrate do not change greatly throughout the 
whole time of the digestion. The final value, = —600°, 
of the digestion products is onlj' about 15 per cent lower than that 
of the original casein, = —710°.* Digestion with papain 
at a higher temperature, 60°, jnelded essentiail}' the same results 



Fig. 2. and — XHj:N as functions of the time of hydrolysis of 
casein. Hydrolysis nith papain, Curve 1, orNo versus time in minutes; 
Cun-e 2, — NHj.'X versus time in minutes. These curves were calculated 
from the data of Curves 1, 2, and 4 of Fig. I. Hydrolysis with HCl, Curve 
3, oiNb versus time in minutes -r 10; Curve 4, — NH::N versus time in min- 
utes ~ 10. These curves were obtained by hydrolyzing 12 gm. of casein 
with 300 ml. of 1:5 HCl, and analyzing aliquots, removed after different 
times, for optical rotation, amino N, and total Is". 

The final value, — NH«:N = 0.175 (Curve 2), compared to the 
ratio 0.73, obtained by acid hydrolysis^ (Cun'e 4), indicates that 
about 24 per cent of all the peptide bonds are split bj" the papain. 

’This value, determined at pH 3.0, corresponds to a” = — 111 °, assuming 
15.6 per cent N in the casein. 

’ This value is about equal to the ratio 0.724 found by Hunter and Smith 
(15), and slightly higher than the ratio 0.70 reported by Dunn (16). Our 
amino N values may include a small percentage of ammonia N, since the 
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It is noteworthy that aN^ and — NH 2 :N (for enzymic hydroly- 
sis) become constant after about 2 hours. As previously men- 
tioned, this is also the time required for all of the original casein 
to be converted to the non-protein form. Evidently longer times 
of digestion with the papain caused no further degradation of the 
non-protein substances. 

With acid hydrolysis,® the rotation is seen to change from the 
initial value for casein, = —710°, to = +88° for the 
final hydrolysate; i.e., the amino acid mixture, after about 2000 
minutes or 33 hours. With 13.7 per cent as the N content of this 
mixture (on a dry basis),® q:N|® = +88° corresponds to af = 
+12.0°. It is interesting that this last value agrees surprisingly 
well with the value, ap'* = +10.8°, for the complete amino acid 
mixture (excluding tryptophane), calculated solely from a con- 
sideration of the optical form of the individual amino acids of 
casein (19), their specific rotations in HCl solution (11), and the 
percentage to which each is present in the protein (18). This 
agreement suggests that there is no extensive racemization of the 
amino acids during the h 3 ’’drol 3 ^sis of a protein with dilute acid. 

Comparison of Paths of Acid and Enzymic Hydrolysis of Casein — 
The comparison is shown in Fig. 3. Curve A, which represents 
acid hydrolysis, is obtained from Curves 3 and 4 of Fig. 2 b 3 ’' 


ammonia due to amide N was not removed from the trichloroacetic acid 
filtrates. About 10 per cent of the total N of casein is amide N (16), and 
Van Slj’ke (17) has shown that a third of the NHj of 0.1 n (NHPjSOi reacts 
with HNO 2 in 5 minutes at 24°. This last fact was confirmed by us. AVe 
did not determine whether papain liberates NHs from casein, but it appears 
likely that this occurs, since tryptic hydrolysis liberates a fourth of the 
amide N of casein (15), and papain is known to split hippurylamide. 

‘ After the first 15 minutes of boiling with HCl, the casein hydrolysate 
gives only a very slight precipitate with trichloroacetic acid, and after 
an hour none at all. This indicates that the protein is very rapidly de- 
graded to the non-protein stage, 

•‘From the amino acid composition of casein (18), the average weight 
of the amino acid residues was calculated to be 123. Tryptophane, which 
is destroyed by acid hydrolysis, is not included in this calculation. Assum- 
ing the addition of 18 gm. of water during complete hydrolysis, the N con- 
tent drops from 15.6 to 123/141 X 15.6 = 13.6 per cent. Essentially the 
same value, 13.8 per cent, was calculated bj' considering the percentage of 
N in each amino acid and the percentage to which each (excluding trypto- 
phane) is present in the casein. 
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plotting the aN“ values against the corresponding values of the 
— NHi:N ratios. 



Fig. 3. oXS as a function of — NHsiK in acid and in enzjmic hydrolysis 
of casein. The points of Curve B represent digestions of 15 ml. portions 
of .J.O per cent casein at 37° by 2 ml. portions of different enzjTne solutions, 
in the order, and for the time specified below: (f) solanain, 20 hours; (2) 
papain, 20 hours; (5) broraelin, 20 hours; (4) asclepain, 20 hours; (5) papain 
and bromelin (acting simultaneously), 20 hours; (5) papain + solanain 
(acting simultaneously), 20 hours; (7) pancreatin, 18 hours; (S) papain, 
18 hours, 4- pancreatin, 20 hours; (S) papain, IS hours, + trypsin, 20 hours; 
(10) trypsin, 18 hours; (11) trypsin, 20 hours, + papain, 20 hours; (12) 
tiypsin, 20 hours, + hog erepsin, 3 hours; (IS) trypsin, 20 hours, + sheep 
erepsin, 18 hours; (14) trjpisin, 20 hours, + hog erepsin, 9 hours; (15) tryp- 
sin, 20 hours, + yeast polypeptidase, 3 hours; (16) trypsin, 20 hours, -}- 
yeast polypeptidase, 26 hours; (17) trj-psin, 20 hours, -t- hog erepsin, 9 
hours, + yeast polypeptidase, 17 hours; (IS) trjpsin, 20 hours, -f- yeast 
pclj^peptidase, 26 hours, + papain, 2 hours (at 60°). 0.5 ml. volumes of 
yeast polypeptidase solution (instead of 2 ml.) were used for the digestions. 

Cun'e B is the composite result of a number of separate diges- 
tion experiments made rvith different enarjunes and enzjnne com- 
binations on the .same casein substrate. The conversion of casein 
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to non-protein material was 95 to 100 per cent complete in all 
these cases. The papainases, papain, bromelin, and asclepain, 
are seen to yield almost identical values (points 2 to on Curve 
B), so that their mechanisms of action on casein are very likely 
the same. In agreement with this view is the observation that 
the combination of papain and bromelin (point 5) has no different 
effect than has either protease acting alone. 

The non-protein product produced by solanain (point i) appears 
to have approximately the same value, —580°, as in digestions 
with the above papainases, but the ratio — NHj'.N = 0.155 is 
slightly lower, indicating that this enzyme split onlj'- about 20 per 
cent of the peptide bonds of casein, whereas the papainases split 
about 25 per cent of the bonds. It is interesting that the behavior 
of solanain in the present experiments is so similar to that of the 
papainases, since it is not a member of this group of proteases 
(6). Point 6 shows that solanain is not able to further the degree 
of hydrolysis when acting in conjunction with papain. 

Pancreatin (point 7) and crude trypsin (point 1 0) yield products 
which have lower ccNd values, and — NHjrN ratios of about 0.35 
to 0.38. These last values indicate that approximately 50 per 
cent of the peptide bonds of casein are broken, and compare veiy 
well with the value of 0.374, reported by Hunter and Smith (15), 
for a 24 hour digestion of casein with crude tiypsin. These 
workers found the initial rate of splitting to be ver 3 ’- rapid, but 
were able to obtain much higher amino N values by prolonging 
the digestion over many days. For example, Dauphinee and 
Hunter (20) obtained the ratio — NHorN = 0.466 for a 14 daj’’ 
digestion of casein with trypsin. In our experiments, digestions 
Avith different enzymes Avere not prolonged for more than a single 
day, and the amount of enzyme used Avas small in relation to the 
quantity of substrate. 

Points 8 and 9 suggest that when papain acts on casein prior 
to the pancreatic proteases, the net hydrolysis is the same as AAdien 
the latter enzymes act alone on casein. However, point 11 in- 
dicates that Avhen papain acts on the tryptic digest, there is a cer- 
tain amount of further hydrolysis. 

Points 12 to IJf. indicate the very similar action of sheep and hog 
crcpsin on tryptic digests of casein. These peptidase mixtures. 
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like the plant proteases, complete their action in a short time, and 
j-ield no further hydrolj'sis over longer periods of time. 

Yeast polypeptidase, acting subsequent to tcj-psin (points 15 
and 16), and in combination with erepsin (point 17) and papain 
(point IS), yields a still higher degree of hydrolj'sis. 

In view of the fact that optical rotation is a function of molecu- 
lar structure, the spread between Curves A and B suggests that 
the proteolytic hj'droh'sis of casein proceeds through a somewhat 
different set of intermediate substances than with acid hj'drolysis. 
It is significant that the solution corresponding to point 18 of 
Cun-e B gave a positive (pink) biuret test, although the ratio 
— XHj:X = 0.62 indicates that about 85 per cent of all the 
original peptide X was in the free amino form. Apparently 
some tripeptides, and probablj' even higher pelj^peptides, were 
still present in the solution. However, a point on Curve A having 
approximatelj- the same — NH.:N ratio, 0.635, but a very dif- 
ferent aX“ gave a negative biuret reaction. This indicates that 
there were no molecules larger than dipeptides in the latter 
solution. 

These obsen'ations confirm the above view that the enzymic 
and acid hj'drolj'sis of casein follows different paths. Presumably 
Cun'e B should meet the lower tip of Curv'e A if the same final 
products (simple amino acids only) are obtained bj' either method. 

Application of Optical Rotation Method to Ovalbumin and Edeslin 
— ^The results in Table I show that ovalbumin and edestin resemble 
casein in that the initial aX“ and — XH 2 :X values of the non- 
protein products are not greatlj' modified bj' prolonged digestion 
with papain. 

It is interesting that the digestion products of ovalbumin have 
higher levorotation values (aX^ = —415'’ to —360°) than the 
original native protein. Almquist and Greenberg (21) give af 
— —35.1° for native ovalbumin at pH 1.72. This rotation cor- 
responds to aXn^ = —225°, assuming 15.6 per cent N in oval- 
bumin. The higher rotation of the digestion products is probably 
related to the fact that the optical rotation of ovalbumin is greatly 
increased by denaturation (12, 22). 

Osborne (23) gives the value al” = —41.3° for native edestin 
in neutral 10 per cent NaCl solution. Since this protein has 18.8 
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per cent N, aNo” = —220°. This last value is considerably 
smaller than those reported for the digestion products in Table I. 

Calvery (24) gives 0.728 as the value of — NHaiN obtained by 
the complete acid hydrol 3 ’’sis of ovalbumin. Based on this 
figure, the value 0.175 reported in Table I for ovalbumin indicates 
that about 24 per cent of the peptide links Avere split by papain. 
This former value is much lower than the ratio — NH 2 :N = 0.51 
reported bj'^ Calvery for the digestion of ovalbumin by papain 
for a period of days. Calvery found that papain split two-thirds 
of the peptide bonds of OAmlbumin, while pepsin and trj^psin 
each split only a third of the bonds. He Avas able to obtain com- 

Table I 

Digestion of Ovalbtimin and Edcslin by Papain 

Time of digestion 

tira. 

1 

18 
1 

12 

15 ml. portions of 5 per cent solutions of ovalbumin and edestin, partially 
denatured by brief heating at 100°, were digested by 2 ml. of papain solution 
at 37°. The edestin solution contained 10 per cent NaCl to assist in keeping 
the protein in solution. 

plete hydrolysis by using peptidases in conjunction Avith the above 
enzymes. 

The ratio — NHjiN = 0.125 reported in Table I for edestin 
is comparable to the Amlue 0.147 reported by Dauphinee and Hun- 
ter (20) for an 8 hour digestion of edestin Avith crude trypsin. 
These Avorkers obtained the ratio — NH^rN = 0.531 Avhen this 
digestion Avas prolonged for 35 da 3 ’-s. The A^alue 0.125 indicates 
a splitting of 20 per cent of the peptide bonds of edestin, the ratio 
0.628 being taken to indicate the complete hydrolysis (20). 

It is interesting that the — NHo;N ratios, resulting from the 
action of papain, are almost the same for the three different pro- 
teins, casein, oA-albumin, and edestin. This fact suggests that 


Protein 

Ovalbumin 

Edestin 
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papain h 3 'droly 2 es certain proteins to an approximately equal 
degree. 

Technical assistance was furnished by the personnel of the 
Works Progress Administration, Official Project 65-1-08-62, 
assigned to the University of California. 

SUMMARY 

1. A quantitative method is described for measuring the 
amount of proteob’tic digestion by determining the degree of 
optical rotation of the non-protein products. Casein, ovalbumin, 
and edestin are used to illustrate the method. 

2. Changes in optical rotator 3 ’- power are used in conjunetion 
^*ith the increase in free amino groups to follow the course of the 
acid lu'drob'sis of casein. The final value of the specific rotation 
of the In’drob'sate agrees closeb' with- the theoretical value cal- 
culated from data given in the literature for- the different amino 
acids of casein. 

3. B 3 ’’ measuring the optical rotation and percentage of free 
amino nitrogen of the products resulting from the action of dif- 
ferent plant and animal proteases and peptidases on casein, 
C'S’idence is obtained which indicates that the enz 3 Tmc and acid 
h 3 'drol 3 'sis of this protein proceeds b 3 '’ somewhat different paths. 

4. E\’idence from optical rotation and amino nitrogen measure- 
ment with different plant enzynnes suggests that these proteases 
h 3 'drol 3 'ze casein in a very similar manner and 3 ield the same non- 
protein products. 
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(From the Carlsbcrg Laboratory, Copenhagen, Denmark) 

(Received for publication, October 16, 1940) 

The problem of protein denaturation is still verj- obscure, par- 
ticularly since we are unable to state clearly what we understand 
bj' denaturation. Different chemical changes in the protein 
molecule maj' probablj' lead to what with our present knowledge 
we call the same phj'sical change, and, while exploring the chemical 
mechanism of the denaturation b}' one agent, we maj' find but few 
facts which trill stand the process of generalization. 

One chemical change follotving or causing denaturation seems 
to be general, though;i’fz., the “appearance” of thiol groups (Harris 
(1)), (see also 2-5). Wiichever agent is used, heat, a specific 
agent like guanidine salt, or a non-specific one like alcohol, the 
same effect is qualitatively obtained. Quantitative!}’’, however, 
important differences have been demonstrated (6-8) indicating 
differences in the mechanisms of these processes. 

Two views have been expressed concerning this appearance 
of thiol groups. One ascribes it to a simple liberation of these 
groups from chemical combinations into which they have entered 
wdth loss of their specific properties; t'.e., to a disruption of chemical 
bonds between the sulfur atom and other atoms. The other view 
maintains that the loss of reactirity of the thiol groups in the 
protein molecule may be due to steric hindrance, to a “conceal- 
ment” of these groups in the interior of a vast structural network. 
This assumption implies that any chemical reaction which results 
in a partial or total degradation of the protein molecule may be 
involved in the process of denaturation. 

It is not the purpose of the present paper to give a general dis- 
cussion of this problem. We may point out that till now it has 
remained entirely vmsolved, so that one point of riew may be as 
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good as the other as a starting point for an investigation. The 
fact, however, that if we accept the first view there is more hope 
of a rapid solution bj'' means of simple models makes it rather 
tempting to take up the study of sulfur compounds on this basis. 

The follovdng considerations led the authors to investigate the 
properties of a simple compound like 2-methylthiazoline. 

Several years ago Bergmann and Miekeley carz’ied out some 
important investigations on the behavior of oxazolines in aqueous 
solutions (9, 10). A compound like 

CHj— 0\ 

1 ^CCeHs 

CH— 

I 

COOH 

was found to undergo a rapid hydrolj'^sis in acid solution, the 
chief product formed being 0-benzojdserine. With increasing 
alkalinity, however, this 0-benzoyl compound would tend to 
rearrange to N-benzojdserine with liberation of hydroxyl groups. 
Bergmann himself (10) has pointed out that such unstable oxazo- 
line rings or rings of similar type may be present in proteins. 

Considering now a compound like 2-methylthiazoline (A) 
(Gabriel and von Hirsch (11)), it is immediately seen that hy- 

CH:— Ss CHo— -SH 

I >CCH, 1 

CHi— CHj— NHCOCHa 

(A) (B) 

drolj'^sis under suitable conditions might lead to a formation of 
N-acetylaminoethylmercaptan (B) and a liberation of a thiol 
group. In view of the possibilitj’" previous^ mentioned (12) 
that peptide bonds are set free in the process of denaturation, it 
is of interest to note that a peptide bond is formed at the same time 

The properties of methyl thiazoline were therefore subjected to 
a preliminarj’’ investigation wth special regard to the stabilit 3 '’ 
of this compound under conditions resembling those at which 
denaturation of proteins is known to occur. 

2-Meth3dthiazoline is a weak base, the pH at half ionization 
being 5.37 (in 0.1 m KCI at 25°). It is fairly stable in aqueous 
solution around neutrality but becomes increasingly unstable 
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wnth increasing aciditj’. Tlio hydrolysis is a first order reaction 
(measured at 60° in bufTers of different pH), and by plotting the 
reaction constants against pH a cun'c is obtained which coincides 
rather well with the ionization curve (Fig. 1). This shows that 
the mcthylthiazoline ion is the unstable molecule. The method 
for follo\nng the hydrolysis was based upon the reaction of 
porphyrindin with free thiol groups (13, 14, 7), and since the un- 
hj’drolyzed methylthiazoline docs not react at all uith this d 3 ’e, 
while the theoretical amount of thiol groups is found after mild 
axhaustivc In'drol^'sis (3 hours at pH 3 and 60°), we may conclude 
that whatever compounds are formed bj' the hj'drolj'sis must 
contain a free thiol group or at least be capable of rearranging to 



Fig. 1. Curve I, ionization curve of thi.azoline; Curve II, hydrolysis 
curve of thiazoline. The ordin.ate scale shows the per cent ionization or 
hydrolysis respectively; rate at pH 3 = 100. 


substances with free thiol groups under the conditions chosen for 
the thiol determination (20°, pH 6 to 7). 

X-Acetjiaminoethjimercaptan has no basic properties. Hence, 
bi' titrating the hj’^droh’sates to pH 3, it is possible to distinguish 
between the formation of this compound and that of the basic 
S-acetji compound. If the X-acet.yl compound is fonned ex- 
clusiveb^, then 1 equivalent of base will disappear per molecule of 
thiazoline split. The formation of the S-acetji compound, how- 
ever, will be followed bj”^ no change in amount of base. 

A preliminary investigation showed that the formation of N- 
acetylaminoethjimercaptan predominates within the pH range 
investigated, but that some S-acetvi compound is formed too. 




446 Properties of 2-Methylthiazoline 

presumably together -nuth its split-products, acetic acid and 
aminoethylmercaptarii. 

We have not gone fully into this matter because the displace- 
ment of the acetyl group from — SH to NHa is rapid and complete 
in all cases in which the N-acetyl compound is removed in the 
process of analysis (oxidation, reaction wth iodoacetate, etc.). 
Hence the chief result, that — SH groups “appear” when thiazoline 
is heated, is uninfluenced by the relative uncertainty concerning 
the split-products formed. 

A substance such as diacetylcystine dimethyl ester, which may 
be regarded as representative of some sulfur-containing structures 
knovm to occur in proteins, behaves quite differently when heated 
to 60° at different pH values. The liberation of thiol groups, 
determined by o.xidation with porphyrindin, proceeds extremely 
slowly at pH values below 7. Above pH 7, however, considerable 
amounts of thiol groups are set free immediatel)’’ after the tem- 
perature is raised to 60°, while but a slight increase in this amount 
is observed after prolonged heating. The processes taking place 
seem to be cxtrcmelj'’ complicated. 

It is not without interest to compare these results with results 
obtained by treating ovalbumin and insulin in a similar wa 5 ^ 
Ovalbumin was chosen as a representative of proteins wth labile 
sulfur groups and with a pronounced tendency to denature, 
while insulin, which probably contains all its sulfur as cj^stine, 
was taken as an example of proteins Avith little or no tendency to 
denature. 

Fig. 2 shows the curve found for ovalbumin. It mil be seen 
that the sulfur groups in ovalbumin are distinctly acid-labile as 
in the case of thiazoline (compare (15, 16)). No thiol groups 
appear at pH 6 and 7 (even after prolonged heating) and at pH 
8 to 10 the increase in reducing groups is but slight and maj’’ be 
explained as a destruction of S— S linkages in the protein. In 0.5 
N NaOH this destruction was found to be very rapid, an abundant 
amount of reducing groups being formed. Ovalbumin differs 
here from thiazoline, which is but slightly hydrolyzed in 1 n NaOH. 

Insulin, as distinct from ovalbumin, yields no measurable quan- 
tities of thiol groups in the whole acid region. A very slight 
formation is observed on the alkaline side of pH 7 except at pH 
10 where a strong reaction seems to set in after a long induction 
period. 
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On the basis of these experiments, therefore, it would seem worth 
while to search for other similarities, and we started out by in- 
vestigating the influence of specific denaturation agents like 
urea and guanidine salts on 2-meth3dthiazoline (8). Urea had 
no effect at all, but in solutions of guanidine chloride and bromide 
a distinct increase in thiol groups was obsen^ed. The effect was 
bj^ far the largest in guanidine bromide solutions (compare Green- 
stein (8)) and we thought for a time that we had come across 
another and more striking similarity than that in the heat “dena- 
turation.”^ We verj' soon found out, however, that the effect 
was due to an impurity in the salts applied and that the impurity 
was ammonium ions. 



Fig. 2. Denaturation curve for ovalbumin. The ordinate scale repre- 
sents the number of thiol groups per molecule of protein in 5 minutes at 60°. 


In aqueous solutions ammonium ions react with methylthiaz- 
oline in a peculiar way. The reaction may be written 

CH.— S\ CHi— SH NH,+ 

I >CCH, + NH,+ = 1 I 

CHi— CHi— N=CCH, 

(x) 


CH,— CHr—S— NH 
I >CCH, + NH4+= I [ 

CHi-N— CCH, 

(y) 


* We actually went so far that we sent a preliminary note to Nature. It 
was almost immediately withdrawn, however, by telegram and letter. 
We mention this because, owing to the European war, we have been unable 
to ascertain whether our messages were received. 
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In the latter case we shall have to assume that the hypothetical 
compound formed is in equilibrium with (x) or has reducing 
properties in itself, so that it may react with porphyrindin to 
form ( 2 ) which was definitely proved to be the final product after 

CHa S S CHa 

i I 

CHa— N N— CHa 

II II 

CCH, CCH, 

I I 

NHj+ NHs+ 

( 2 ) 

oxidation. The reduced thiazoline-ammonium ion compound was 
very difficult to isolate because of its instability. All our at- 
tempts resulted only in cr^'stals of ammonium chloride imbedded 
in a viscous oil which smelled strongly of thiazoline and turned 
into a yellow paste on drying in vacuo over PaOs. We are there- 
fore unable to distinguish between foi'mulas (x) and (y) but for 
the time being we have chosen formula (x) as the simpler of 
the two. 

The oxidized compound was isolated as follows: 

1 ml. of thiazoline (10.8 raai) was mi.xed with 2 ml. of 5 n am- 
monium chloride solution (10.0 mM of a trace of FeS04 

was added, and the mixture shaken with air in a 600 ml. flask. 
The solution which at the beginning was distinctly reddish brown 
became colorless in the course of 24 hours, though with fine par- 
ticles of ferric hydroxide. After 24 hours as much water as 
possible was distilled off in vacuo at 30° and alcohol and acetone 
added, whereupon a substance of the composition C 8 H 20 S 2 N 4 CI 2 
crj^stallized out in colorless needles. Yield, 1.50 gm., or almost 
theoretical; m.p. 177.5° (corrected); thiol reaction negative. 
N 18.13 (calculated 18.23), Cl 23.16 (calculated 23.08). Picrate, 
m.p. 184.0° (corrected). 

ISO mg. of the substance were dissolved in hot absolute alcohol 
and the solution cooled. The crystals formed were separated 
from the mother liquor and dried in vacuo over P20e. Yield, 
51.2 mg.; N 18.26 (calculated 18.23). 

The mother liquor was precipitated with acetone. The new 
batch of crystals was dried in vacuo over P 2 O 6 . Yield, 84.2 mg.; 
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N 18.19, Cl 23.20 (calculated 23.08). This shows that the sub- 
stance is homogeneous. 

The position of the ammonium ion taken up is determined in 
the following way. We may consider two possibilities. 


H 

CH:— Sx CHsNHJ' S 

2 1 ^CCHj + 2NHr -* 2 I | 

CHj— N=*CCHi 




CHiNhJ’ S 

I 1 

_CHr— N=CCH4. 


(I) 


CHi— Sv CH-SH NH,"' 

2 I >CCHi + 2NH4^ -» 2 I 1 

CH,— CH,— N=CCH, 

fCHiS— 

+ 10.-2 1 1 

Lchi-n==cch, 

(ID 

In scheme (II) the strong base amidine is formed, while in 
scheme (I) we have to do with an ordinarj’' primarj' amine. Hence 
bj’’ titration in alcohol it is possible to distinguish between (I) 
and (II). On titration in 90 per cent alcohol, with th 3 Tnol- 
phthalein as indicator, the yield was 64 per cent of theoretical; 
nith phenolphtbalein as indicator, 35 per cent of theoretical. 
The end-point was very unsharp in both titrations, so the values 
are onlj’^ approjdmate. There is no doubt, however, that the 
substance is a strong base and that, consequently, scheme (II) 
must be adopted. 

The amidine is very stable in acid solution. Even after 24 
hours boiling with 5 N HCl the typical picrate could be isolated 
from the hydrolysate in abundant quantities. In faintb’- basic 
solutions it is relatively stable but in 2 n NaOH at 100° half of 
its nitrogen is fairly rapidly split off as ammonia. 

The reaction between thiazoline and ammonium ions is not 
instantaneous but proceeds at a measurable rate, the velocity 
constant, Kr, for the bimolccular reaction being around 0.02 
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in 5,78 N guanidine bromide. The process does not run to com- 
pletion but a state of equilibrium is reached depending upon the 
concentrations of the reactants as well as upon the salt concentra- 
tion of the reaction mixture. As distinct from the process of 
hydrolysis which is mostly inhibited by salts, the amidine formation 
(x being a substituted amidine) is promoted in a strong salt solu- 
tion and, as m the case of protein denaturalion {Greensiein (S)), 
an increasing effect is observed in the sequence sidfate, chloride, 
bromide. Iodides and thiocyanates could not be investigated 



Fig. 3. Equilibrium between thiazoline and ammonium ions in guanidine 
sulfate, guanidine chloride, guanidine bromide, KCl, and KBr. 


because they interfered in the determination of the thiol groups. 
Fig. 3 shows the variation of the equilibrium constant Ke 

rr _ C'Th-CNm 

as a function of the salt concentration (guanidine sulfate, chloride, 
and bromide, KCl, and KBr). 

Ke is independent of pH within the range of acidity chosen for 
the experiments; viz., around the neutral point. From this fact 
we may only conclude that the reaction either proceeds between 
uncharged thiazoline molecules and ammonium ions or between 
thiazoline ions and ammonia molecules. We have chosen the 
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first reaction scheme as the simplest one because the concentration 
of the reactants is higher in this case, but there is a slight pos- 
sibility that the second reaction actually occurs, since in the 
reaction with water it is the thiazoline ion which is unstable. 
This means, however, that Kr has to be multiplied by about 
10*, which makes this constant astonishingly high as compared 
mth that of water. Unfortunately the problem cannot be solved 
at present. 

From the values found for Kr we may calculate the concentra- 
tion of X at anj' given concentration of thiazoline and ammonium 
ions. Thus for Cjh = 0-1 and CnhT = 0-1 Sad Cx = 0.0025 in 
5.78 M guanidine bromide; i.c., only 2.5 per cent of the thiazoline 
present is transformed into amidine in this case. 

Besides ammonium ions, primaiy amine ions such as the ions of 
methylamine or glycine mil react with thiazoline. In the case of 
methylamine ions the equilibrium constant is but slightly higher 
than that found for ammonium ions; viz., 0.33 against 0.24 in 
5.78 M guanidine bromide. The corresponding constants for the 
dimethyiamine and trimethjdaminc ions are, however, much 
higher; indeed, the reaction was so faint and set in so rapidly 
that we suspect the presence of a small impurity in the salts ap- 
plied. Hence it would seem that the group R — is necessary' 
for the reaction to occur, which also agrees with the fact that 
urea is without effect. 

The preferential position of and R — NHs"*" in the reaction 
with thiazoline may be understood on the basis of both of the 
reaction schemes (I) and (II). It is quite clear that the substance 
(y) cannot be formed unless the ion reacting wdth thiazoline is 
able to give off 2 hydrogen atoms. In scheme (I) we may con- 
sider the possibility of tautomeric displacement of the double bond 

HS— CH. HS— CH. 


H+ 

1 

N NHR 

CH,— NH NR 


x/- 

C 

1 

C 

1 

1 

CH, 

1 

CH, 


to be a necessary condition for the reaction to occur. Here we 
understand better why the amine has to be basic. 
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The behavior of the guanidine ion is still obscure. There is no 
doubt that the equilibrium constant is exceedingly high. On the 
other hand we have indications that porphyrindin reacts much 
more rapidly with thiazoline in guanidine bromide solutions than 
may be explained by the hydrolysis. The question is being 
further investigated. 

A closer study of the relation of these results to the problem 
of protein denaturation is of course impossible at the present 
moment. More experiments have to be made with more complex 
thiazoline compounds; viz., compounds of the general structure 

CH2— Sv 

( ^CCHzNHCOR: 

CH— 

I 

CONHRi 

which may be formed by folding up a peptide chain 

CHsSH CHo—SlHHOj 

1 . 1 

RiNHCOCH— NHCOCHsNHCORs RiNHCOCH— N=CCHsNHCOR! 

It is not unlikely, however, that our results may sometime or 
other become of value for the study of protein denaturation. The 
peculiar instability of the thiazoline ring, the reversibilit}'’ of the 
reaction with ammonium ions, the fall in the effect from bromide 
via chloride to sulfate solutions which is also found in the case of 
proteins (S), all point in this direction. We cspeciallj'' consider 
the latter analogy important, because it indicates a similar struc- 
ture in the reaction products formed in the two cases. 

The r61e played by the anions is rather obscure but on the basis 
of the equation for the activity coefficients 

/nh^ -/tii _ [Kb) water 
/x [Ke) salt solution 

we may conclude that the activity coefficient of the substance 
{x), the amidine, decreases stronglj’’ when we pass from sulfates 
via chlorides to bromides. The other possibility, that the product 
fant'fTh increases in the same sequence, is hardty realized, because 
few cases are known in which bromides have a greatei' .salting-out 
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effect than chlorides. Actuall3’’, a pronounced resemblance is 
found between the above s}'slcm and the cquilibriura sj’stem, 
quinone + H: hydroquinone, which was investigated bj' one 
of the authors ( 17 ). Here it was proved that the activity coeffi- 
cient of quinone decreases with increasing atomic volume of the 
anion, while the activitj' coefficient of h\*droquinone (and that of 
hj'drogen) is but little influenced b3' a replacement of one anion 
by another. It would be worth while in\-estigating whether the 
resonance in the amidinc molecule mentioned in the theoretical 
part ■ma3’ be of importance for this specific effect of the anions. 
Possibl3' some light would be thrown upon the properties of 
quinone and of proteins as well. We cannot but think that some 
key to the protein problem is concealed in this peculiar salt effect. 

The idea that ring structures are present in protein molecules 
is nearh' as old as the peptide chain thcor}’-, and, as mentioned 
in the beginning, this particular ring structure was proposed in 
1924 b3’ Bcrgmann who used the oxazoline ring as an example. 
Unfortunateh' the oxazolines are much more difficult to studx*, 
because casx' methods for determining h3’drox3’l groups are not at 
hand. But prcliminar3' investigations seem to show that o.xazo- 
lines react in a similar wa3' to thiazolinc. 

We do not believe, of course, that an opening up of thiazoline- 
like rings is the sole reason for the complete destruction of the 
protein molecule in the denaturation. Above all, the quantit3' 
of such bonds is too small to make the idea likeh'. But taking 
o.xazoline rings into consideration, too, ma}’ possibb' lead 
somewhere. 

To our knowledge the effect of ammonium ions on proteins 
has not been studied extensivel3'. Since proteins contain free 
amine groups, the denaturation by KI or ICSCN might be ex- 
plained as an amidinc formation. We shall further refer to a 
note by Edsall, Greenstein, and Mehl ( 18 ) in which it was stated 
that ammonium and meth3'lamine ions cause the — SH groups of 
myosin to disappear simultaneousb’’ with the disappearance of 
double refraction of flow. It is not eas3’' to bring this phenomenon 
into direct connection with the results of the present paper but 
we may point out that a formation of compounds such as the 
hypothetical compound (y) may furnish an explanation of this 
phenomenon. The processes represented in the formulas are 
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CHi N 


CHj— SH 
( HN— Rs 


/ 


Ri 


CH CHR- 

Hj+ 


+ GuBr 


Ri' 


/CH-N^ 
/ H+ 


.CR, 


/^\/^' CHi— SH 

CHj N I 


R, 


/ 


CH CHR, 


+ HjO 


Xn'^ 

Hi+ 


Ri 


/ 


CH— NHCORj + NH^Rj 


not impossible either as elements to be taken into consideration 
in the mechanism of denatiiration. They are not incompatible 
with our experiments, since we have been unable to decide whether 
one or the other or both of the substances (s) and (y) are formed 
in the reaction with amine ions. Hence it may be worth while 
to keep compound (y) in mind as a structural unit in the protein 
molecule. 


SUMMARY 

We may sum up the results of our investigations as follows: 
2-Methylthiazoline is an unstable compound which is easil}'^ 
"denatured” by heat in acid solutions, and by the specific agents 
ammonium chloride and bromide. As a result of the "denatura- 
tion” thiol groups appear. A peptide bond (which may be split 
by a suitable enzyme) is formed in the case of heat "denaturation.” 
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LETTERS TO THE EDITORS 


BIOTIN AS A GROWTH FACTOR FOR C203S STRAIN 
OF HEMOLYTIC STREPTOCOCCUS, GROUP A* 


Sirs: 

Biotin has been reported as an essential growth factor for 
several microorganisms: Bacterium radicicola,^ Clostridium butrjl- 
icum,- otlicr strains of Clostridia including Clostridium sporogenes,^ 
and recentl 3 * for some strains of Staphylococcus aureus.* 

In a stud}' of the nutrition of the C203S strain of Group A 
hemolytic streptococcus,® we found that a biotin concentrate was 
necessarj’ for growth. Through the courtesy of Dr. W. H. 
Peterson we have since had the opportunity to test a sample of 
cr 3 'stalline biotin sent him by Dr. F. Kogl.® 

Experiments were carried out on a hydrolyzed gelatin medium 
similar to that already described,® and on a medium prepared by 
substituting the following amino acids for the hydrolyzed gelatin: 
100 mg. each of dl-threonine, dl-serine, d?-isoleucine, dMeucine, 
dl-valine, dl-glycine, df-methionine, dMj’'sine, df-proline, d-alanine, 
d-arginine, Z-histidine, Z-tyrosine, Z-tryptophane, and 200 mg. 
each of dZ-cystine and dZ-phenylalanine. 

The inoculum consisted of 1 drop of 6 to 8 hour broth culture of 
C203S which was centrifuged, washed twice with saline in the 

* The e.vpenses of this work have been defrayed by a generous grant 
from the Commonwealth Fund. We are indebted to Merck and Company, 
Inc., for generous samples of synthetic vitamin B, and calcium panto- 
thenate. 

’ Nilsson, R., Bjalvc, G., and Burstrora, D., Nalurwissenschaflen, 27, 
389 (1939). 

- Snell, E. E., and Williams, R. J., J. Avi. Chem. Soc., 61, 3594 (1939). 

’ Peterson, W. H., McDaniel, L. E., and McCoy, E., Proc. Am. Soc. 
Biol. Chem., J. Biol. Chem., 133, p. l.vxv (1940). 

< Porter, J. R., and Pelczar, M. J., Science, 91, 576 (1940). 

® Pappenheimer, A. M., Jr., and Bottle, G. Proc. Soc. Exp. Biol, ond 
Med., 44, 645 (1940). 

‘ Kogl, F., Z. physiol. Chem., 242, 43 (1936). 
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centrifuge, and then made up to slight turbidity with saline. 
Tubes were incubated under 12 mm. of CO 2 tension in air for 16 
hours, then at atmospheric CO 2 tension for an additional 24 hours. 
The amount of growth was determined with the photoelectric 
turbidometer and the readings were correlated with standard 
suspensions of known bacterial nitrogen content. 


Effect of Biotin on Groivth of C20SS Strain 


Biotin added to 10 cc. 

Bacterial nitrogen from 10 cc. X SO 

Hydrolj’zed gelatin medium 

Amino acid medium 

y 

mg. 

mg* 


13.5 

10.3 


13.6 

11.0 

0.0004 

12.2 

9.6 

0.0002 

10.0 

8.6 

0.0001 

6.3 

7.7 

0.00005 

3.1 

6.4 

0.000025 

2.0 

3.0 

0.0 

1.4 

1.4 


The figures are the average of duplicate determinations. 


The results confirm our previous suggestion that biotin is an 
essential growth factor for the C203S strain of Group A hemolytic 
streptococcus. The accompanying table shows that maximmn 
growth is obtained on the addition of 0.08 7 of crystalline biotin 
per liter of deficient medium. 

Department of Bacteriology G. A. Hottle 

School of Medicine J. Q. Lampen 
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CHYMOPAPAIN; A NEW CRYSTALLINE PROTEINASE 
FROM PAPAYA LATEX* 


Sirs: 

In the preparation of crj'stalline papain’ it was shown that the 
j’ield of cn'stalline enz^nnc represented only a minor part of the 
total proteolytic activity of fresh papaya latex. It was further- 
more demonstrated that the residue of uncr 3 ’stallized protein, 
the so called “high salt fraction,” contained another enzjTne 
uith a higher ratio of protein-digesting activitj' to milk-clotting 
power than that of crj'stallinc papain. 

Obser\’ations made on the same “high salt fractions” recenth- 
showed that at 10° the proteolytic action was undiminished for 
several weeks at pH 2. This observation jnovided a means 
whercb.v the enzjTne could be prepared in the pure .state. 

The addition of h 3 'drochloric acid to a suspension of coagulated 
undried papa 3 ’a latex in an amount sufficient to produce a pH of 
1.8 to 2.0 caused an e.xtensive precipitation of protein. The pro- 
tein remaining in solution was, however, proteol 3 'ticall 3 ' active. 
An inert' fraction of this protein was found to be precipitable b 3 ’ 
half saturation with sodium chloride after the addition of sodium 
h3'droxide had increased the pH to 3.5 to 4.0. The remaining 
protein was not precipitated b 3 ' complete saturation with NaCl 
at pH 4.5, but was completel 3 ’’ precipitated from saturated 
NaCI solutions at pH 2.0. It was thus possible to precipitate 
the protein in two wa 3 ’s; b 3 ' adding XaCl to a half saturated NaCl 
solution at pH 2.0 or thereabout or b 3 ' adding HCl to a solution 
saturated u-ith NaCl at pH 4.5 to 6.0. Both methods produced 
obviousl 3 ' ciystalline material. The best er 3 ’stals were obtained 
b 3 ’’ a compromise between them. Protein recr 3 ’stalli 2 ed four 
times was proteol 3 Tic and also active as a milk-clotting agent, 

* Enz 3 'me Research Laborators' Contribution No. 62. 

This work was done under Special Research Fund No. SRF 2-69 provided 
by the Bankhead-Jones Act. 

’ Balls, A. K., and Lineweaver, H., J. Biol. Chem., 130, 669 (1939). 
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Letters to the Editors 


but it was observed to differ in several ways from the crystalline 
papain originally prepared in this Laboratory. 

The new crystalline enzyme occurred in broad sabre-like needles, 
and sometimes in obvious plates. Its proteolytic activity was 
furthermore stable at pH 2.0 when the temperature was 10°. 
The crystals without preliminary denaturation or the addition 
of urea or treatment with cyanide gave a strong — SH test vith 
nitroprusside. 

The newly crystallized enzjTOe is many times more soluble 
than the previously described crystalline papain at salt concentra- 
tions and pH at which the latter is soluble. 

The activity of the newlj’- isolated enz3mie when computed per 
unit of protein nitrogen was found to be equal to that of cr3'stalline 
papain with respect to milk clotting, and half that of cr3'^stalline 
papain with respect to hemoglobin digestion. The ratio of milk- 
clotting activity to hemoglobin digestion was found to be exactly 
twice that of crystalline papain. 

Because of the property last mentioned and b3^ reason of the 
precedent set by Kunitz and Nortlirop^ in naming ch3Tno- 
tr3’’psin, we wish this new ciystalline protein to be known as 
chyinopapain. 

The quantity of ch3'’mopapain present in crude latex is con- 
siderably greater than is that of papain. Its preparation in 
comparab^ml3’' pure state, without cr3’’stallization, is easy; its 
stabilit3’- in acid may prove to be an important pharmaceutical 
and technical asset. The Secretazy of Agi’iculture has kindly 
consented to appb'’ for a patent on this matei’ial for the use of the 
public. 

Enzyme Research Laboratory E. F. Jansex 

Bureaii of AgricuUvral Chemistry and A. K. Balls 

Engineering 

United States Department of Agriculture 

Washington 

Received for publication, December 16, 1940 
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THE SOLUBILITY AND TITRATION OF HEMIN AND 
FERRIHEMIC ACID* 

Br DEMPSIE B. MORRISON* and EDWARD F. WILLIAMS, Jr. 

{From the Depnrtricnt of Chemittry, Unhersity of Tennessee College of 
^fcdic{nc, Memphis) 

(Received [or pulilic.nfion, September 23, 1040) 

In 1929 Fischer and Zcile (2) accomplished the sjmthcsis and 
established the formula of hemin. Fcrrihcmic acid is related to 
hemin as shown in the accompan 3 ’ing formulas. In each com- 



Hemin Fcrrihcmic acid 


pound wo have cssentiallj' a .S3’mmctrical dibasic acid and a 
basic iron group. The chloride group which is attached to iron 
in hemin has been replaced b3' h3'droxyl in fcrrihcmic acid, the 
molecular weights being, respectivel3', 652 and 633 . Pauling and 
Cor3'ell ( 3 ) have shown that “the iron atom is attached to the four 
adjacent nitrogen atoms of the porph3'rin not 63^ covalent but b3^ 
ionic bonds; that is, iron is present essentiall3^ as ferric ion in 
ferriheme.'' 

* As a more appropriate designation of the compound which has been 
variouslj' called acid hemaiin, ferriheme hydroxide, etc., and to facilitate 
reference to its salts, we propose the name fcrrihcmic acid. Accordingly, 
the salts are called ferrihemates. 

A preliminarj’- report of this study has appeared (1). 
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In ^^ew of the relatively symmetrical shape and large size of 
the molecules it may be expected that the two carboxyl groups 
will have approximately equal ionization constants and will form 
dibasic rather than monobasic salts. Hamsik (4), in 1924, pre- 
pared crystalline dipotassium ferrihemate from hemin by the 
action of dilute potassium hydroxide in ethanol. 

Both hemin and ferrihemic acid are exceedingly insoluble in 
water, a fact which probably accounts for the observation of 
Hamsik (5) that hemin is not appreciably hydrolyzed to ferri- 
hemic acid by boiling water. However, Avhen hemin dissolves in 
alkaline solution, the chloride group is replaced by hydroxyl, 
ferrihemate being formed. 

Hogness et al. (6) and Haurowitz (7) have shown that alkali 
ferrihemates polymerize, polymerization being favored as the pH 
and the concentration are increased. 

Fischer and Orth (8) have summarized to 1937 the extensive 
studies which have been made of oxidation-reducliion potentials 
and derivatives of hemin and ferrihemic acid, including their 
esters, hemochromogens, and inorganic salts. Data of solubilities 
and relative strengths of acid and basic groups appear to be en- 
tirely lacking. Barron (9) obtained erratic values for the oxida- 
tion-reduction potentials of ferrihemates at pH below 7. 

The solubilities of ferrihemates are important for both chemical 
and physiological application. As a continuation of our earlier 
studies of hemoglobin (10-12) and as a necessary preliminary to 
further chemical, physiological, and metabolic* studies of the 
ferrihemates, we have measured their solubilities, obtained an 
approximation of relative strengths of their acid and basic groups, 
and determined the over-all charge on the ferrihemate ion at 
vadely different pH levels. 

^ While we expect to report subsequently and in detail observations of 
the metabolism of the ferrihemates, we may note here, as relevant to 
the present paper, that dogs will tolerate injections of reasonably large 
amounts of ferrihemates. Ferrihemate when injected in solution appears 
to remain in solution in the blood for some time. As ferrihemate dis- 
appears from the blood, it may be found, apparently as a derivative, in 
insoluble form, mainly in the reticulo-endothelial tissue. Brown (13) has 
reported that hemin crystals placed in the peritoneal cavity did not dis- 
solve but became encapsulated and remained in this condition for some 
weeks. 
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EXPERIMENTAL 

Prcparatioji of Ilanin — Hcmin crj'stals were prepared from 
washed erj’throcytes of the pig, ox, or dog by the method of 
Xencki and Zaleski (14) as modified by Drabkin and Austin (15), 
and were rccrj’stallized in some cases by the procedure of Conant 
(16) or Sclialfejew (17). The crj'stals were dried to constant 
weight in air at 40°. 

Prcparalion of Fcrrihanic Acid — Ferrihemic acid when first 
precipitated forms a voluminous gelatinous mass resembling 
ferric h3'droxide. Since in this form it is difficult to wash free of 
chloride, it h.as been prepared in small lots to facilitate purification. 
2 gm. of hcmin ciystals are dissolved in 90 ml. of 0.12 x XaOH. 
This solution is diluted to 3500 ml. with distilled water. Ferri- 
hemic acid is precipitated b3' the slow addition, with constant 
stirring, of 100 ml. of 0.118 N HCl. It is necessary to make the 
solution more acid than pH 4 to liberate all base, although pre- 
cipitation is complete at about pH 6. After standing overnight 
the clear supernatant liquid is siphoned off and the precipitated 
acid, in volume about 650 ml., is transferred to centrifuge cups 
and washed with water b3' centrifugation until the washings are 
chloride-free or until the ferrihemic acid begins to be colloidally 
dispersed. This tendenc3' appeare as electrol3'te is removed. 
After further washing, once each with 65 per cent ethanol and 
dieth3’l ether, the gelatinous precipitate still has a volume of about 
150 ml. The precipitate is then dried in air at 40°. The volume 
of the dried material is now onl3' about 2 ml. A small amount 
of chloride is still present. 

Ferrihemic acid when first precipitated is a strongl3' h3'drophilic 
colloid and retains water tenaciously, as shown by the volume 
changes in the above procedures. One sample, washed with water 
onl3', contained 0.75 per cent chloride, while another sample 
which was partiall5’' dehydrated by further washings vrith ethanol 
and ether contained only 0.29 per cent chloride. The theoretical 
chlorine content of hemin is 5.44 per cent. The small residues of 
chloride may represent adsorption on the voluminous precipitate 
of ferrihemic acid or the regeneration of a small amoimt of hemin. 
Part of the chloride, at least, is probably traces of adsorbed HCl, 
since the pH values of all ferrihemic acid samples in water were 
somewhat lower than for the hemin samples; 0.6 mii of alkali 
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per liter failed to dissolve detectable amounts of the ferrihemic 
acid, whereas in this concentration of alkali some solution of 
hemin occurred in five of six samples. 

In the preparation of one sample of ferrihemic acid just enough 
HCl was added to precipitate completely the insoluble acid, which 
w’as then washed and dried in the usual manner. Titration and 
solubility curves constructed from this sample showed that, 
despite the repeated washings, approximately 23 per cent of the 
base was retained. 

Preparation of Dipotassium Ferrihemate — Dipotassium ferri- 
hemate was prepared by dissolving hemin crystals in a small 
volume of 0.1 N KOH and then adding solid KOH, with motor 
stirring, until the salt separated. The solution was kept at room 
temperature by being cooled A\dth running water. The salt was 
collected by centrifuging; the supernatant liquid was discarded 
and the salt was washed free of excess base with 95 per cent 
ethanol which had been distilled from KOH to remove any acids. 
The salt was dried in air at 40°. As thus obtained, the salt is 
readily and completely soluble in water. While we have not de- 
termined maximum solubility, a 3.3 per cent solution was readily 
prepared. 

Solubility and Titration of Hemin and Ferrihemic Acid — Solu- 
bility and partial titration cuiwes have been constructed from 
data obtained in the following manner. 0.350 gm. samples of 
crystalline hemin or ferrihemic acid powder were weighed into 30 
ml. screw-cap bottles. To the first bottle in each series were 
added 20 ml. of distilled water. To other bottles were added 
sufficient distilled water and 0.1200 N NaOH or 0.1065 N KOH to 
make a final volume of exactly 20 ml. and a final concentration of 
added alkali from 0.6 to 90 mai per liter (in a few samples the 
concentration of alkali was up to 120 mM per liter). In some cases 
the alkali was added first and then diluted to 20 ml. vdth distilled 
water; this order tended to give a higher pH and greater solubility, 
particularly with the lower concentrations of alkali. When solu- 
tion was complete, the hemin concentration was 26.8 mM, and the 
ferrihemic acid concentration was 27.6 mM, per liter. 

The bottles were capped and rotated, end over end, for from 3 
to 8 days in a constant temperature air bath at 30°, and then were 
centrifuged at high speed to separate any undissolved mate- 
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rial. In aliquot-s of the FVipcmatant liquid dissolved fcrrihcmate 
and the pH wore determined. 

All pH meuMiremcnt.s were made with the glas.s electrode at 
room temperature which was maintained constant ±0.5° for 
any one .scrie.s. The average temperature, and the temperature 
at which mo'^t mca.^urements were made, wa.s approximately 
25°. Tlie concentration of dis^^olvcd fcrrihcmate was determined, 
after suitable dilution of the sample with 0.036 x alkali, \nth a 
spectrophotometer of tlic Konig-Martens type at 515 m;i wave- 
length. Standardization of the acid and a!ka!ic.s has been de- 
scribed (10). 

Seven scries of determinations were made with hemin, of whicli 
four were with hemin cry.-'fals and XaOH, two with recrystallized 
hemin and XaOH, and one with rcciystallizcd hemin and KOH. 
Five scric.s were completed with fcrrilicmic acid and XaOH; one 
of these w.as discarded, since in preparing the ferrihemic acid from 
its salt all base was not removed (sec description of preparation 
above). One sample of hemin crystals was equilibrated with a 
scries of solutions of HCl ranging in concentration up to 118 niM 
per liter. The crj’.slals did not dis.==olvc and had no buffering 
effect. Althougli the statement has been made that hemin is 
soluble in dilute acids, we have found that liemin docs not dissolve 
in HCl at anj- concentration wliich docs not split iron from the 
molecule. 

In all hemin e.xpcrimcnts crj’shals of hemin with their charac- 
teristic shape and color remained undissolvcd at all concentrations 
of alkali up to about 90 per cent of that required for complete 
conversion to salt. 

Fig. 1 records all of tlie solubility and titration data obtained 
in the seven series of hemin determinations. The individual 
points which represent titration values (upper curve) are plotted 
as mM of base per liter against the pH scale. The titration cuiwe 
as drawn, however, is an average of the individual curves of the 
several series. This is preferred to a curve constructed from an 
average of individual points, since the latter do not represent a 
consistent order of variation of base concentrations in the different 
series. 

In the lower part of Fig. 1 the points represent the solubilities of 
hemin plotted as mxi per liter against mM of added base. The 
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cun^e of solubility as shown is drawn to the theoretical slope of 1 
mole of hemin dissolving for each 3 moles of added alkali. This 
curve is terminated at a point which represents 26.8 mM of hemin 
and 80.4 mM of base, where, theoretically, solution should be 
complete. A line dra^vn from this point parallel to the pH axis 
would intersect the upper, titration, curv’-e at pH 9.7, approxi- 



Fig. 1. Titration and solubility of hemin. Titration data (upper curve), 
plotted as mM of base against pH, of seven hemin series, six with sodium 
hydroxide and one with potassium hydroxide. The solubility data (lower 
curve) are plotted as mM of base against mM of hemin. The slope and 
length of the line represent the theoretical for the conversion of 26.8 mM 
of hemin to disodium ferrihemate or 3 equivalents of base per mole of 
hemin. An extension of this point upward parallel to the pH axis intersects 
the titration curve at approximately pH 9.7. 

mately. This pH, therefore, should characterize a solution of 
alkali ferrihemate in which the 2 carbo.\y] hydrogen atoms have been 
replaced by univalent base and the chloride has been replaced by 
hydroxyl. Our results confirm that 3 equivalents of base are 
required to convert 1 mole of hemin to 1 mole of ferrihemate. The 
fact that hemin appears to dissolve in lower concentrations of 
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alkali to an extent somewhat greater than theory predicts is to 
be explained, we believe, bj’ the tcndenc}" to form a colloidal dis- 
persion. This exiilanation is supported by the results of titra- 
tions of disodium and dipotassium ferrihemates with HCl (below), 
which also discredit the possibility that some part of the heroin 
might be converted to the dibasic salt without substitution of the 
chloride group. Since crx'stals of hemin persist until approxi- 
matelj" 90 per cent of full alkali equivalence has been reached, it is 
improbable that significant formation of monobasic salt has 
occurred. Absence of any break in solubility or titration cur^'es 
is further evidence that hemin is converted to dialkali ferrihemate 
without formation of monosalt. 

Erratic pH values, so conspicuous at the lower end of the titra- 
tion cun*c, arc, at least in part, due to the fact that the system 
is poorly buffered, ferrihemate ion being soluble only to the e.xtent 
of 0 to 5 mM per liter through this pH range. 

Fig. 2 summarizes solubilit}' and titration data of four series of 
ferrihemic acid determinations. The solubility (lower) cuia'e 
again represents theoretical alkali equivalents, 2 equivalents of 
base being required to convert ferrihemic acid to dialkali hemate, 
since in this case there is no chloride to replace. The e.xtent of 
deviation of this curve from experimentally determined x'alues is 
of the same order as in the hemin experiments and, presumably, 
for the same reasons. The cun’e ends at a point which represents 
27.6 mM of ferrihemic acid and 55.2 mil of base per liter. The 
corresponding point on the titration cuiwe coincides with a pH 
of 9.0, approximately. 

At the lower end of the titration (upper) curi'e in Fig. 2, pH 
values are erratic as in the hemin series, both because of poor 
buffering on account of the negligible solubility of ferrihemic acid 
through this range and because the ferrihemic acid samples con- 
tained traces (not more than 1 mii per liter or less than 2 per cent) 
of acid (probably HCl). 

Titration of Disodiinn Ferrihemate — Stock solutions of disodiiun 
ferrihemate were prepared by dissohdng hemin crj'stals in 0.036 
N or 0.120 X NaOH. The ferrihemate concentrations of the stock 
solutions ranged from 6.0 to 40.0 mM per liter. Five series of 
titrations were made at constant volume, the procedure being as 
follows: Of a stock solution 10 ml. aliquots were pipetted into a 
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series of screw-cap bottles. To the first bottle of the series were 
added 10 or 20 ml. of distilled water, and to the other bottles of 
the series the same volume of standard HCl solutions of progres- 
sively increasing concentrations. Thus, in any one series, the 
final volumes in all bottles were the same, the amounts of added 
hemin and alkali fixed, but the amounts of added HCl varied in 
progressive order from bottle to bottle. 



Fig. 2. Titration and solubility of ferrihemic acid. Titration data 
(upper curve), plotted as mM of base against pH, The solubility data 
(lower curve) are plotted as msi of base against mw of ferrihemic acid. 
The slope and length of the line represent the theoretical for the conversion 
of .-7.6 niM of ferrihemic acid to disodium ferrihemate or 2 equivalents of 
base per mole of acid. 

In a sixth series, 10 ml. aliquots of a solution containing per 
liter 21.5 mM of disodium ferrihemate in 0.120 n NaOH were 
titrated with 0.118 n HCl, the added volumes of the latter ranging 
from 0 to 12 ml. 

The bottles were rotated in an air bath at 30° for from 2 to 7 
days and were then centrifuged. In the supernatant fluid the pH 
was measured and the dissolved or colloidally dispersed pigment 
■was determined spectrophotometrically. 
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One series of determinations was made of solubilitj' of hemin 
cr}'sfals in 0.0G7 m pliosphate buffers of varj-ing pH. 

In these titrations the amounts of NaCl formed by interaction 
of hemin Avitli NaOH ranged from 3.0 to 20.0 m.M per liter. Addi- 
tional NaCl formed from added HCl ranged from 0 to 40.0 mM 
per liter in the five constant volume scries. 

Precipitation was complete in tlic seven series, including the 
phosphate serie.s, when the j)H had been lowered to 5.95 ± 0.13. 
In the most dilute ferrihemate solutions containing a large excess 
of alkali, and thus providing on neutralization a relatively large 
ratio of NaCl to ferrihemate, approximately 2 equivalents of HCl 
were required to cfTcct complete precipitation. Since, in theoi^', 
2 equivalents of HCl convert dialkali ferrihemate to ferrihcmic 
acid rather than liemin (owing to li 3 'drol 3 '.sis of the chloride group 
of hemin through the pH range studied), the precipitate here is, 
prcsumabl}’, almost cntirclj' ferrihcmic acid. In more concen- 
trated ferrihemate solutions no precipitation occurred until 
appro.ximatcly 1 equivalent of HCl had been added. At this 
point, further addition of a small amount of HCl (less than a 2nd 
equivalent; cf. Fig. 3) tended to cause abrupt precipitation. It 
appears that when not more than 50 per cent, approximatelj', of 
the ferrihemate has been converted to ferrihcmic acid the latter 
is held in colloidal dispersion bj' the residual ferrihemate; ■nrith 
further conversion, the free acid precipitates abruptlj’’, carrying 
uatli it bj' adsorption the remaining ferrihemate. In the more 
dilute ferrihemate solutions with relativelj' larger proportions of 
NaCl, colloidal dispersion of ferrihcmic acid is avoided. 

As noted previously, freshly precipitated ferrihcmic acid is 
gelatinous and powerfully hj'drophilic. It is in this form that 
ferrihcmic acid is precipitated in titrations of alkali ferrihemate. 
This, we believe, maj' account for the discrepancies between these 
titrations and the reverse titrations of hemin or dried ferrihcmic 
acid with NaOH. 

The pH falls smoothly in these series with increased addition 
of HCl; there is no sudden break in the titration curve when pre- 
cipitation occurs, but only when 2 equivalents of HCl have been 
added. At this point the basic iron group begins to titrate. 

In Fig. 3, Cun^es 1 and 2 represent, respectively’-, the titration 
of 14.8 and 20.0 mji solutions of disodium ferrihemate. Corre- 
sponding solubility curves (Curves 1-a and 2-a) are also shown in 
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Fig. 3. The 14.8 mM solution had been equilibrated for 7 days; 
the 20.0 rmi solution for 2 da 3 ’-s. The curves emphasize the 
difficulty of attaining solubility and pH equilibria in titration of 
alkali ferrihemate, and the relative weakness of the basic iron 
group. It is apparent that even 7 days do not suffice for com- 
plete equilibration. 

Titration of Dipotassium Ferrihemate— Aciueons solutions of 
dipotassium ferrihemate were prepared from two samples of the 
pure salt. Of one sample, 1.652 gm. were dissolved in 50 ml. 



Fig. 3. Curves 1 and 2 represent the titration of a 14.8 and a 20.0inM solu- 
tion of disodium ferrihemate with hydrochloric acid. Curves 1-a and 2-a 
represent the corresponding solubility curves; Curve 3, the titration of a 
31.2 mM solution of dipotassium ferrihemate. Titration curves are to be 
read in equivalents of acid against pH and solubilit 5 ^ curves in equivalents 
of acid against mM of ferrihemate. 


of distilled water and titrated with 0.200 n acid from a semimicro- 
burette, with stirring by hand. pH values were erratic at oc- 
casional points, indicating that hand stirring was not vigorous or 
prolonged enough between some additions of the HCl. Of the 
second sample, 2.234 gm. were dissolved in 100 ml. of distilled 
water (concentration, 31.2 mM per liter) and titrated vuth 0.326 
N HCl. Here, the solution was stirred vigorously by a motor 
stirrer, the tip of the burette was immersed in the solution, and 
the acid was added very slowly. It was observed that at pH 6, 
approximately, precipitation was complete and the bulky, ge- 
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latinous precipitate filled the vc-'^scl. At the concentrations of 
ferrihemate used the precipitate .settles verj- slowly. 

Curve 3 in Fig. 3 represents the second of the above titrations. 
It is to bo noted that all curves of Fig. 3 have the common charac- 
teristic of pa.s.sing through a pH of 7, appro.vimately, when 1 equiv- 
alent of acid ha.s been added. Addition of the 2 equivalents of 
acid which arc tlicorctical for conversion of dialkali ferrihemate 
brings the cun'cs to pH 4, nppro.vimately. Titration of the basic 
iron group by a 3rd equivalent of acid is in the lower pH range; 
it is indicated that the iron group is 50 per cent neutralized at 
about pH 3, corrc-sponding to a piv value of about 11 for this group, 

Cataphorclic ^^ca^^urcmcn(s — Solutions of disodium ferrihemate 
in dilute XaOH, or in phosphate buffer, were placed in a Y-tube, 
the ends of two of the legs being covered with membranes cut 
from viscose casing. These ends were then immersed in liter 
beakers containing XaOH solution or phosphate buffer of the 
same concentration as that u.'cd to dissolve the hemin. A direct 
current of 450 volts and approximately 50 milliamperes was 
employed. The ferrihemate ion migrated to the anode, collecting 
in a concentrated layer about 12 mm. thick. Reversal of the 
current reversed the direction of migration. In ethanol solution, 
containing a small amount of hydrochloric acid, hemin moved 
much more slowly but alwaj's to the anode. Thus, the over-all 
charge of the ferrihemate ion, or of hemin in acid alcohol, is nega- 
tive. 


DISCUSSION 

It is clear from our data that ferrihemic acid requires for its 
conversion to a soluble dibasic salt 2 equivalents of base, whereas 
hemin requires 3 base equivalents. Absence of a break in the 
titration and solubility cura’es of ferrihemic acid and hemin 
indicates that the two carboxj'l groups are approximately equally 
ionized, so that monobasic salt is not formed in detectable amount. 
This behavior is consistent with the formulas. In this behai'ior 
ferrihemic acid and hemin are comparable to succinic acid and its 
higher homologues. 

The very small solubility of ferrihemic acid and hemin is 
evidenced in the relatively fiat shape of the titration curves. 

If the titration cun'es of ferrihemic acid and hemin are plotted 
on a per cent neutralization scale, with 100 per cent neutralization 
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r 6 pr 6 SGnting 2 GcjuiVtilGnts of bssc for forrihoinic £icid S/iid 3 GQuiv” 
alents of base for hemin, the curves vdll superimpose except 
through the lover pH range where the ferrihemic acid cunm 
falls somewhat below the hemin curve. It would appear that the 
chloride group of hemin titrates or hydrob^zes simultaneously 
with the formation of the dibasic salt, and that salt formation 
(solution) is prerequisite for the hydrolysis. This conclusion 
is supported by our method of preparing ferrihemic acid, and is 
in agreement with the observation of Hamsik (5). The reactions 
are as follows, where (For) = C 32 H 30 N 4 : 

(HOOC):(Por)FeOH + 2NaOH > (NaOOO^fPoriFeOH + 2H:0 

Ferrihemic acid Disodium ferrihemate 

(HOOC):(Por)FeCl -h 3NaOH (NaOOOslPorlFeOH + 2HoO + KaCl 
Hemin 

The titration curves represent an equilibrium between dif- 
ficultly soluble acids and their soluble salts. Oyer the pH range 
required for titration and solution of ferrihemic acid, and in the 
absence of chloride, ionization of the — FeOH group is- negligible. 
Thus, ionization of the carboxyl groups, only, is to be considered: 

(HOOC) 2 (Por)FeOH H+ + (-OOC) (HOOC)(Por)FeOH- + 

(— OOOifPorlFeOH- 

Hence, 

[H+p X [(— OOC) 2 (Por)FeOHi 
[(HOOC) 2 (Por)FeOH] “ 

And since, because of the great insolubility of the acid, we may 
assume complete ionization in the saturated solution, 

[H'*']- X [( OOOafPorlFcOH"] = S (ion product constant) 

Ihe simplified equation, where C is the salt concentration in 
moles per liter, is 

pH = ilog C — -Jlog S 

which rearranges to 

Log <5 = log C — 2pH 

Employing the last equation, we have calculated from our data 
the A alues of S and the solubility of hemin and ferrihemic acid 
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over the more cfTcctivelj’ buffered portions of the curv'es which 
represent 20 to 90 per cent of neutralization. For the four 
ferrihemic acid series, log S = —16.76 ± 0.04 (probable error 
of the mean), S = 0.174 X 10~'‘, and solubility = 1.63 X 10~® 
mole or 0.0010 gm. per liter. For the seven hemin series, log S 
= —17.00 ± 0,03 (probable error of the mean), = 1 X lO-*', 
and solubility = 1.36 X 10~® mole or 0.0009 gm. per liter. 

SU.^f^rARY 

The ion product constants and solubilities of hemin and ferri- 
hemic acid have been determined. 

3 equivalents of alkali are required to dissolve hemin, with for- 
mation of soluble dialkali ferrihemate and alkali chloride. Only 
2 equivalents of alkali are required to dissolve ferrihemic acid. 
Likewise, in an aqueous solution of dialkali ferrihemate, 3 equiv- 
alents of hydrochloric acid precipitate ferrihemic acid and not 
hemin. 

Ferrihemic acid and hemin form with alkali only dibasic and 
not monobasic salts. 

The over-all charge of the ferrihemate ion is negative. 
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It is knot^-n that vitamin Bi is a growth factor for numerous 
bacteria and fungi including the t'easts (see the summarj^ in Koser 
and Saunders (1938)). It has also been demonstrated that vita- 
min Bi is essential for the growth of the isolated roots of higher 
plants (Bonner, 1937; Robbins and Bart]e 3 ', 1937). Because of 
this general ■vitamin Bi requirement of living organisms, it would 
seem a -priori probable that the vitamin plaj's a role in some basic 
cellular process. That this is indeed the case was showm conclu- 
sively bj' the work of Peters and coworkers (see Peters and O’Brien 
(1938)) and of Lohmann and Schuster (1937). The latter workers 
found that the prosthetic group of j^east carboxjiase is vitamin Bi 
P 3 Tophosphate. In the case of 3 'east, vitamin Bi is, then, a con- 
stituent of a respirator 3 ' enz 3 Tne and vitamin Bi p 3 ’-rophosphate is 
hence commonl 3 ^ referred to as “cocarbox 3 iase,” a tenninolog 3 '’ 
used throughout this paper. Although considerable information 
is available concerning the role of vitamin Bi as a growth factor 
for roots, there is little known about the carbo.X 3 iase of such roots. 
The present work was undertaken with the hope of elucidating 
possible relationships between vitamin Bi and the carbo.’C 3 iase of 
pea roots. 

The reaction system imder consideration is defined by four 
experiments which show (1) that the respiration of whole pea 
roots is affected by the supply of vitamin Bi in the medium in 
which the roots are grown (Table I), (2) that pea roots contain an 
enzyme (carboxylase) capable of decarbox 3 iatmg p 3 Tuvic acid, 
(3) that by proper treatment of the enz 3 -me it can be made to lose 
the greater part of its activity and that the activity is restored b 3 ’' 
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addition of vitamin Bi pyrophosphate (Tables II and III),^ (4) 
that pea roots contain vitamin Bi p3''rophosphate; as determined 
by the cocarboxylase activity of filtrates of boiled pea root car- 
boxylase with washed yeast. A once precipitated pea root prepa- 
ration was found to contain approximately 2.1 7 of extractable 
cocarboxjdase per gm. of dry weight. These findings indicate 
that pea roots contain a carboxylase similar in some respects to 
that found in yeast. 

Technical — ^Preliminary investigation showed that it is essential 
to extract pea roots at low temperatures if denaturation of the 
carboxylase is to be avoided. The roots used were from etiolated 
plants grouTi for 7 da^'^s in coarse sand at 25°. At the end of this 
time the plants were removed from the sand and cleaned Avith 
running water. The roots were then cut off with a pair of scissors 

Table I- 

Effecl of Vita7nin Bi on Oxygen Consumption of Isolated Pea Roots Grown for 
4 Weeks on Medium Containing All Growth Substances Except 
Vitamin Bi As Noted 


1 

Roots supplied with 1 

Os consumption 
per 100 mg. dry 
weight in 1 hr. 


c.Tnm. 

No vitamin Bi 

170 

Vitamin Bi (0.1 mg. per liter) 

460 


and dried superficially. They were next transferred to a large 
porcelain mortar which was placed in an alcohol-dry ice mixture. 
After the mass had frozen solidlj’-, it was ground, transferred to 
centrifuge tubes, and centrifuged for 10 to 20 minutes. The 
temperature of the material rose to 3-4° during tliis process. The 
supernatant liquid was next transferred to a cold flask and the 
residue extracted with 0.1 m phosphate buffer of pH 6.2. This 
extract was combined Avith the preceding supernatant. To each 
100 cc. of the combined extract Avere added 35 gm. of ammonium 
sulfate. This addition precipitated proteins, among them the 
carboxjdase, AA'hich could then be centrifuged off. The super- 
natant liquid possessed only slight carboxylase activity and AA^as 
discarded. The precipitated proteins AA^ere redissolved in AA'ater 
and again precipitated by ammonium sulfate. Significant losses 
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of carboxj’lase activit}* occurred if the operations were carried 
out above 5°. 

The determinations of carboxjdase activitj'- were carried out with 
Warburg manometers. 2 cc. of the 0023^10 preparation suspended 
in phosphate buffer at pH 6.2 and containing 60 to 90 mg. of pro- 
tein were placed in cacli Warburg vessel, together with 0.5 cc. of 
cocnz3Tne solution, containing appi-o.\-imatel3" 100 y of vitamin Bj 
P3Tophosphatc (Merck). 1 cc. of buffered 0.05 m solution of 
sodium p3Tuvate, containing 0.1 per cent IMgCb, was placed in 
the side arm of the vessel and tipped in after attainment of tem- 
perature equilibrium. In some experiments, the coenz3Tne solu- 
tion was placed in the side arm, and the P3Tuvate added with the 
enz3’me. Suitable controls for the CO2 evolution and for the 
small Oj consumption of the preparation were run in ever3’- e.xperi- 
ment. The CO; evolution in the absence of p3Tuvate was in all 
cases zero or negligible. In a t3'pical e.xperiment, the CO; evolved 
in 1 hour in the absence of p3TUvate was 0.0 c.mm., and in the 
presence of p3Tuvate 106 c.mm. Quantitative determinations of 
wtamin Bi p3Tophosphate were made according to the method of 
Lolimann and Schuster (1937) n-ith 3'east washed with alkaline 
buffer to remove the coenz3Tne. It ma}- be noted here that 
neither the pea root preparation nor the 3'east used in these ex- 
periments showed increased actmt3’’ when 100 y of mtamin Bi 
were added with the 000023^16 (compare Ochoa and Peters 
(1938)). Total vitamin Bi (phosphor3'lated and unphosphor3'- 
lated) was determined in a few experiments b3’ the use of the 
Phycomyces assa3' (Schopfer and Jung, 1937; Boimer and Erickson, 
1938). It was found that under the conditions of the assa3’' mta- 
min Bi p3T'ophosphate possessed an actimt3’' per mole equal to 
that of the vitamin itself. 

Removal of Proslhelic Group — Several different procedures were 
tried in attempts to free the pea root carbox3'lase preparation from 
a possible prosthetic group. If a once precipitated preparation 
was boiled and the denatured proteins filtered off, rdtamin Bi 
P3Tophosphate (as determined by its activit3’- in the 3'east test) 
was found in the filtrate. This indicates that the preparation 
ma3' contain a vitamin Bi p3Tophosphate-protein combination. 
Wasliing of the enz3'me preparation with alkaline buffer (by sus- 
pending the preparation in 0.1 M Na;HP04 and reprecipitatrng 
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■vnth ammonium sulfate) liad no effect on tlie pea root enzyme, 
even though a similar procedure removed coenzyme from yeast 
carboxylase (Lohmann and Schuster, 1937). Repeated precipi- 
tation with ammonium sulfate (eight or more times) or dialysis 
through a collodion membrane resulted in denaturation of a large 
part of the enzyme, while the activit 3 '' of the undenatui’ed portion 
was not enhanced by addition of vitamin Bi pyrophosphate. It 
was not found possible to destroy the activity of the enzyme 
preparation b 3 ’’ treatment with sulfite, although such treatment is 
known to destroy vitamin Bi itself (Williams et al., 1935). 

The simplest procedure found for reversible inactivation of the 
enzyme was the action of the enz 3 me on p 3 a-uvate itself. The 
enzyme preparation, suspended in phosphate buffer of pH 6.2, 
was added to a 0.06 m pyruvate solution (containing 0.1 per cent 
MgCb) in the ratio of 2 volumes of enzyme to 1 volume of 
pyruvate solution. This mixture was allowed to stand at room 
temperature for 2 hours and then placed at 0° overnight. Prepa- 
rations made according to the above procedure, which will be re- 
ferred to hereafter as “partially inactivated,” lost as much as 70 
per cent of their original carbox 3 ’'lase activity. Upon addition 
of crystalline vitamin Bi pyrophosphate the original activity was 
completely restored, indicating that no significant denaturation 
occurred. The presence of p 3 ’Tuvate was essential for the inacti- 
vation. 

Aclivaiing Effect of Pyrophosphate — It was found that vitamin 
Bi pyrophosphate can be replaced by pyrophosphate alone in the 
reactivation of the pea root enz 3 Tiie. The action of pyrophosphate 
is not augmented by addition of the vitamin. Tliis is shovm in 
Table II. Similar experiments with washed 3 'east showed that 
P3’Tophosphate is without cocarbox3dase effect on our yeast 
carboxylase. 

That p 3 '’rophosphate is actually removed in the pyruvate in- 
activation of the enz 3 ’me is indicated b 3 '’ one experiment in which 
the supernatant fluid (concentrated to a small volume) from the 
P3'ruvate treatment for removal of the coenz3me was found to 
contain no cocarboxylase (was incapable of activating washed 
yeast), but this concentrated supernatant was still capable of 
reactivating treated pea root enz 3 me to some extent, a property 
possessed by pure p3’Tophosphate (Table II). 
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Nalurc of Pyrophosphate Effect — On the assumption that pea 
root carboxylase contains ^-itamin Bi p}'rophosphate as its func- 
tional group, it would seem likeb' from the above that treatment 
of the enzj'me removed onl.v the pyrophosphate, leaiung the 
vitamin Bi residue bound to the protein carrier in such a manner 
as to permit a resynthesis upon addition of p3Tophosphate. The 
following experiment bears upon this hj^othesis; 160 cc. of raw 
juice were precipitated once with ammonium sulfate and taken 
up in 50 cc. of phosphate buffer. This was di%aded into two 
portions. One portion, referred to as Fraction I, was immediatelj* 
assa3'ed for (a) carbo.xylase activit3', (b) total vitanain Bi (phos- 
phor3’lated and unphosphor3'lated) b3" the Phycomyces method, 

TABtE II 

Rcactivalion of Parhally Inactivated Pea Root Enzyme 
All the flasks contained pj-ruvate in addition to the indicated reagents. 


COi m I hr,, c^mm. 



Expen - 1 
zzsent , 
5 

Eipen- 

ment 

6 

Expen- 

maat 

16 

Nothing added 

18.9 

29.7 

52 4 

So y vitamin Bi pyrophosphate 

52 4 

60 3 


200 y Na P3Tophosphate-10H;O 

40 4 



2000 7 " 

57 6 

64 0 

100 

2000 7 " + 100 7 vitamin B, 

0.5 CO. supernatant from inactivated pea root car- 

54 S 

62 7 


boxylase 



69.4 


(c) vitamin Bi p3Tophosphate e.xtracted by boiling for 3 minutes 
on a water bath, (d) total vitamin Bi remaining in the denatured 
proteins following this e.xtraction. The remaining portion was 
reprecipitated once and partiall3' inactivated with p3’ruvate, as 
described pretdousbx This fraction, known as Fraction II, vas 
again precipitated and assayed in the same wa3's as Fraction I. 
The supernatants resulting from the reprecipitations of Fraction 
II were mheed together to give Fraction III. Fraction III was 
anab'zed for total mtamin Bi and for vitamin Bi p3Tophosphate 
as a check on the preceding assa5’s. The results of this experiment 
are presented in Table III. The carbox3dase actmt3' measure- 
ments show that the p3TUvate treatment caused inactivation of 
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the preparation to the extent of 51 per cent. This was completely 
reversed on addition of pyrophosphate, showing that no appre- 
ciable denaturation of the enzyme occurred. That reactivation 
with pyrophosphate is possible in spite of the removal of the 
greater part of the vitamin Bi (Table III, 5th line) may indicate 
that this part of the vitamin Bi is free; i.e., not combined as co- 
carboxylase. This view is supported by the failure to find vita- 
min Bi pj’-rophosphate in the supernatants (Fraction III). The 
portion of the vitamin Bi winch is not removed by the pyruvate 
treatment, but which remains in the proteins, is so strongly held 

Table III 

Fate of Vitamin B\* and Vitamin B\ Pyrophosphate during Treatment of Pea 
Root Carboxylase with Pyruvic Acid 
The results are expressed per 100 mg. of the dry weight of the solids. 



Fraction 

I 

Fraction 

II 

1 

Fraction 

III 

Dry 'weicht, mo 

990 


385 

COs per hr. 

No additions, c.mm 

122 

60 

104 7 vitamin Bi pyrophosphate, c.mm 

140 

151 

116 


2000 T Na pyrophosphate, c.mm 

151 


Total vitamin Bi, 7 

1.02 

0.545 

1.45 

Extractable vitamin Bi pyrophosphate, 7 

0.30 

0.00 

0.00 

Total residual vitamin Bi, 7 

0.42 

0.49 




* The vitamin Bi determinations by the Phycomyces method represent 
the total of the phosphorylated and unphosphorylated vitamin present in 
the sample. 


that it is not extracted even after denaturation by boiling. This 
evidence, then, supports the hypothesis that p 3 Tuvate inactiva- 
tion removes only pyrophosphate from the enzjune and that re- 
synthesis occurs upon addition of the latter. 

The fact that inactivated pea root enzyme preparations can be 
reactivated by pyrophosphate suggests that it might be possible 
to detect a significant cocarbox 3 dase synthesis under these condi- 
tions. Expermients to test this possibility were carried out, but 
a synthesis could not be demonstrated with certainty. One 
negative result of particular interest follows. A pea root prepa- 
ration was made and treated to remove pyrophosphate. It was 









N. H. Horowitz and E. Heegaard 


481 


then pipetted into a series of Warburg vessels in the side arms of 
which had been placed pre'\’iousl\'' water, cocarboxylase, and pjTO- 
phosphate solutions, rcspectivch'. The measurements were 
started and the contents of the side arms tipped in. When the 
nex't reading indicated an increased rate of CO: evolution (and, 
hence, presumably cocarboxylase synthesis) in the vessel contain- 
ing pyrophosphate, the vessels were removed and immersed in 
boiling water. After cooling, 1 cc. of washed j’east was put into 
the side arm of each vessel and the vessels were replaced on the 
manometers. After equilibration the j'cast was tipped in and the 

Table IV 

Attempt to Demonstrate Synthesis of Vitamin Bi Pyrophosphate by Pea Root 

Preparation 

Vessels 2, 3, and 4 contained, during the first run, partially inactivated 
pea root carboxylase, pyruvic acid, and the additions noted below. The 
contents of each vessel were then boiled, cooled, and 1 cc. of yeast added 
for the second run. Vessel C contained only vitamin Bi pyrophosphate and 
pyruvate during the first run. 




1 CO: in 30 min., cjnm. 

Vessel No. 

Additions 



1st run 

2Dd run 

2 

Nothing 

64.6 

7.3 

3 

Vitamin Bi p3Tophosphatc (10.4 7) 

74.0 

23.6 

4 

Na pyrophosphate (2000 7) 

113.5 

7.3 

6 

Vitamin Bi p3'rophosphate (10.4 7) 

0.0 

171.3 


cocarboxj'lase in each vessel was assayed. The results are shown 
in Table IV. 

The failure to demonstrate a s 3 'nthesis of cocarboxj'lase in the 
presence of pjTophosphate under the conditions of this experiment 
maj' be attributable to the fact noted earlier, that \'itamin Bi is 
held ver 3 ^ firmly in the protein portion of the pea root carbox 3 dase. 
Vitamin (and probably cocarboxylase) remains in the protein 
even after the latter has been denatured b 3 ’' boiling; as sho^m in 
the experiment of Table III, 90 per cent of the \dtamin present in 
the partially inactivated preparation was retained b 3 ’’ the de- 
natured protein. It is possible that in the experiment of Table IV 
cocarboxylase was S3mthesized, but was not liberated b3’' boiling. 

The pea root preparation is capable of rapid destruction of 
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cocarboxylase. This is shown in Table IV by comparing the CO 2 
production during the second run in Vessel 3 (pea root enzyme 
present) with that in Vessel 6 (pea root enzyme absent). This 
effect may be due to removal of cocarboxylase from the solution 
by the enzyme or to h 3 ’’drolysis of the cocarboxylase into vitamin 
and pjTophosphate, followed by resynthesis from the liberated 
pyrophosphate and the vitamin bound in the protein. 

DISCUSSION 

It is shovm in the ex^ieriments reported above that pea roots 
contain a carboxjdase capable of decarboxylating pj’Tuvic acid. 
The enzyme preparation contains appreciable amounts of vitamin 
Bi and vitamin Bi pyrophosphate. Treatments designed to 
dissociate vitamin Bi pyrophosphate from the preparation rever- 
sibly were, however, unsuccessful, as described above. In these 
experiments it was found that bj’’ allowing the enzjane to act on 
pj'TUvic acid it could be partially inactivated, and that reactiva- 
tion could be accomplished by the addition of either \atamin Bi 
pyrophosphate or sodium pjTophosphate. It seems highly prob- 
able, from analogy with j^east carboxylase, that pea root carbox- 
jdase contains vitamin Bi pyrophosphate as the prosthetic group. 
On this assumption, the evidence suggests that pyruvate inactiva- 
tion is due to the splitting of pj'rophosphate from the cocarboxjdase 
molecule, and that res 3 mthesis occurs upon addition of large 
amounts of pyrophosphate to the preparation. 

A possible interpretation of the p 3 wuvate inactivation is that 
a phosphorylation is linked with decarboxylation in the pea root 
enz 3 Tne (compare Lipmann (1939)). Attention should be called 
to the work of Peters and Sinclair (1933) which showed that 
addition of sodium p 3 ’Tophosphate promotes oxidative decarbox- 
3 dation by brain tissues. 

Generous support was accorded this investigation by the Re- 
search Corporation. The authors are indebted to Dr. James 
Bonner and Dr. E. R. Buchman for their interest in the work. 

SUMMAET 

1. A protein preparation from pea roots contains a carboxylase 
capable of decarboxylating P 3 wuvic acid in the presence of Mg++. 
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Heat dcnaturation of the preparation liberates cocarboxylase 
(vitamin Bj pyrophosphate). 

2 . The pea root enzyme is partiall3' inactivated bj' allowing 
the preparation to act on pj-ruvatc. Vitamin Bj, but not co- 
carboxyl.asc, is found in the supernatant following precipitation 
of tlie p.vruvatc-inactivated eiizvine. Heat dcnaturation fails 
to liberate cocarbo.xjdase from the p.vruvate-inactivated enz3-me. 

3 . Reactivation of j)artialh'' inactivated enz3'me is accomplished 
b3’ the addition of cocarboxylase, p3Tophosphate, or tlje concen- 
trated supernatant from the p3'ruvafe inactivation. 

4. The reactivation b 3 ' p 3 'rophosphate suggests that the essen- 
tial feature of P3'ruvatc inactivation is the removal of inorganic 
P3'rophospliatc from the enz3'me. 
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The occurrence of lipids in serum proteins separated by the aid 
of electrophoresis has earlier been investigated b 3 ' Bennhold (1) 
and b}* Mellander (2). Bennhold used the electrophoresis ap- 
paratus of Michaelis. The dj'e Sudan III was added to the serum 
in order to make the lipids visible. It was stated that the Sudan 
III boundaries coincided with those of the globulin in the electro- 
phoresis e-xperiments. Moreover, a positive Liebermann-Bur- 
chard reaction for cholesterol was obtained in the globulin zone, 
whereas tliis test was negative in the pure albumin zone. Benn- 
hold concludes that the cholesterol of serum is bound to the globu- 
lin and not to the albumin. He remarks, however, that on the 
positive side often a non-colored globulin zone appeared that did 
not contain cholesterol. 

Mellander arrived at somewhat different results. He used 
Theorell’s apparatus. At the end of the electrophoresis e.xperi- 
ments the contents of the different cells of the U-tube were 
analyzed quantitativelj' for cholesterol. On the anodic side 
small amounts of cholesterol were found to migrate in front of the 
albumin. In the cells containing only albumin cholesterol was 
found too. In two instances cholesterol-free globulin was found 
on the cathodic side. The albumin to cholesterol and globulin 
to cholesterol ratios varied considerablj' in the different cells. 
Mellander arrived at the conclusion that the cholesterol, if at all 
bound to protein, probablj" is bound to subfractions of albumin 
and globulin. The discrepancy between the results of these 
authors maj*^ most easil 5 '’ be explained on the assumption that 
the test for cholesterol used bj^ Bennhold was not sensitive enough 
to detect this substance in the separated albumin. 
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With regard to the phosphatides Bennhold states that he has 
not been able to find any regular relation between them and the 
electrophoretically separated proteins. The question of the 
relation between lipids and proteins in serum has often been 
studied by means of various other methods. Widely varying 
results have been obtained (see Sorensen (3), Theorell (4), Gard- 
ner and Gainsborough (5), Macheboeuf (6), Wolf and Frankenthal 
(7), and Handovsky (8)). 

With the aid of the electrophoresis apparatus constructed by 
one of the authors (9) serum has recently been found to contain 
four electrophoretically well defined protein components; viz., 
albumin and three globulins, denoted as a-, /3-, and y- respectively. 
With the aid of this apparatus we have reinvestigated the problem 
just mentioned and also the distribution of carbohydrate in the 
different protein fractions obtained. One of the results obtained, 
namely the comparatively high lipid content of /S-globulin, has 
already been referred to in a previous publication (10). 

EXPERIMENTAL 

The sera investigated were taken from three normal subjects 
and from a patient suffering from lobar pneumonia. The blood 
was drawn in the postabsorptive period. 

The electrophoretic fractionation of the sera was performed in 
the large type of electrophoresis apparatus constructed by one of 
the authors. A brief description has been given elsewhere (10, 
11). The cross-sectional area (7.5 sq. cm.) is 10 times larger 
than in the normal sized tube, and the capacity of each compart- 
ment is 35 ml. A special arrangement allows the U-tube to be 
built up of two, three, or four cells on top of each other. The 
bottom cell, which is of a construction similar to that of the 
normal size, is usually filled with glass beads to minimize the dead 
space volume that otherwise would be considerable in this con- 
struction. As the cross-sectional area of the electrophoresis tube 
is so much larger, it is impossible to use high potential gradients. 
In order to make use of the separation capacity of the apparatus to 
its full e.xtent one has to increase the time for an experiment to 1 
da}"- or more. 

The size of the electrodes and the electrode vessel volumes have 
also been increased in accordance with the increased volume of 
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separation (see (9)); each electrode is made of about 500 gm. of 
silver -ndre and the capacitj* of each electrode vessel is 4.5 liters. 
Onl}' the central U-tube part is enclosed in the bath (which is kept 
a few tenths of a degree above zero), whereas the electrode vessels 
are mounted outside (see Fig. 1), thus avoiding the construction 
of a verj' large bath. For filling, empt^ung, and cleaning, the 
U-tube is detached from the electrode vessels, which are left 
mounted in their position and can be emptied and refilled by .suc- 
tion and sj'phon arrangements. 



For optical observation the simple sclilieren method is sufficient. 
The head lens should be about 200 mm. but may be of rather poor 
quality, as no measurement, onlj' localization of the boundaries 
in connection with preparative work, is intended with this con- 
struction. It is of advantage to mount the lens as close as pos- 
sible to the U-tube, or to use two lenses, one on each side, ar- 
ranged to give parallel light through the bath. 

In general the fractionations were carried out with undiluted 
sera dialyzed against a buffer solution containing 0.0098 m Na:- 
HPO4, O.OOOS M NaH2P04, and 0.0700 m NaCl, which gives a pH 
of about 8 and an ionic strength of 0.1. A weaker buffer, though 
of advantage from the point of the highest possible voltage, is not 





488 


Blood Serum Proteins 


advisable on account of the boundary anomalies at the high pro- 
tein concentrations in question. 

During the larger part of an experiment ‘^automatic” compen- 
sation was used. The hydrostatic pressure caused by the migra- 
tion of the serum protein column is sufficient to give rise to a 
backwai’d displacement of the whole column in the U-tube, if 
open electrode vessels with large, free surface areas of solution are 
used. Towards the end of the experiment, in order to move the 
boundaries to the position desired, a simple compensation was 
arranged with a capillar 3 '' syphon. 

For pipetting out the various fractions the convection-free 
pipette arrangement described earlier was used (10, 11). On the 
positive side three fractions were usually taken out; namely, 
(1) albumin, (2) albumin -b a-globulin, (3) albumin -f- a-globulin ■+■ 
j3-globulin. On the negative side also three fractions are obtained, 
(4) 7 -globulin, (5) 7 -globulin -f /3-globulin, ( 6 ) 7 -globulin + 
/3-globulin -f a-globulin. Thus the separation gives at once 
pure albumin and 7 -globulin. For obtaining a-globulin one must 
run a new separation (in the smaller apparatus) with Fraction 2 
or 6 ; for obtaining /3-globulin, with Fraction 3 or 5. The prep- 
aration of a- and /3-globulins in this way did not, however, give 
satisfactory results. At the high pi’otein concentrations neces- 
sary to give reasonably large amounts the boundary anomalies 
are very pronounced, which makes the boundaries on the descend- 
ing side very diffuse. Therefore, comparatively large amounts 
of good purity are obtained without difficulty only of Fractions 
2 and 3 but the further electrophoretic fractionation of these to 
obtain the slower globulins again necessitates taking samples 
from the descending column, where the separation is bad. These 
unfavorable circumstances led us to try another pi-ocedure earlier 
suggested by one of the authors (see ( 12 )) for the isolation of the 
two intermediate globulins. By this method it is possible to 
obtain all the fractions without repetition of the fractionation. 
The current was allowed to go in one direction for about 70 hours. 
After the pure albumin and the 7 -globulin layers are cai'efully 
pipetted off, so that sharp boundaries between buffer and albumin 
+ a-globulin and beriveen buffer and 7 -globulin -f- | 0 -globulin 
respective!}’’ remained as intact as possible, the current was sent 
through the remaining column in the reverse direction for about 
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35 hours or more. As is easily realized, the top layers now formed 
on the ascending and descending sides consist of a-globixlin 
and ^-globulin respectively'. After such a long run one cannot 
expect to get absolutely pure fractions even by this method. 
A final run in the smaller apparatus increased the purity and made 
possible a quantitative estimation of the impurities by registra- 
tion of the optical concentration gradient by the method of 
crossed slits (Svensson (13)). 

The electrophoretic preparation of the a- and /3-globulins is 
therefore a rather difficult task with the present technique and 
it may very' well be that simpler methods can be found; e.g., 
precipitation under suitable conditions. This ques^on will be 
dealt vith in another communication. For the purpose of the 
present publication it was considered essential to use only elec- 
trophoresis, as it seems to be the most gentle method available. 

The chemical analyses of the protein fractions isolated were 
carried out as follows: 

Cholesterol — ^The solutions were extracted according to the 
method of Bloor with 20 volumes of alcohol-ether, 3:1. After 
evaporation of the larger part of the ether, 0.1 ml. of 15 per cent 
NaOH was added and the evaporation continued imtil a few 
ml. only of the solution were left. The rest of the fluid was driven 
off in the boiling water bath with the aid of a stream of CO 2 . 
The quite dry residue was thoroughly' extracted with chloroform 
and determined colorimetrically according to ' the method of 
Theorell. In the later experiments the method of Schoenheimer 
and Sperry was employ'cd for the cholesterol analyses. With 
this method considerably' smallei amounts of cholesterol can be 
determined than with Theorell's method. 

The lipoid P was quantitatively estimated as follows: The pro- 
tein solutions were extracted with 25 volumes of alcohol-ether, 
2:1. The mixture was heated to boiling, cooled, and filtered. 
The precipitate was well washed with ether, the filtrate evaporated 
to dryness, and the phosphorus in the residue determined colori- 
metrically according to Theorell’s modification of the Fiske-Sub- 
barow method. Repeated control experiments showed that in 
the procedure described no trace of inorganic phosphorus was 
obtained. 

For the determination of the carbohydrate components the 
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protein precipitates from the lipid extractions were evacuated 
free from ether and dried at +100° in vacuo over P 2 O 6 until con- 
stant weight was attained. As these precipitates in addition to 
proteins contained variable quantities of the buffer salts used in 
the electrophoresis, their protein content must be determined 
by nitrogen analysis (micro-Kjeldahl). The method of Sorensen 
and Haugaard was used for the determination of the carbohy- 
drate. This method cannot be considered very accurate. How- 
ever, for the present purpose, its accuracy is no doubt quite 
sufficient. The results obtained were calculated as mannose. 
In the albumin, which could be obtained in considerably greater 
quantities than the globulins, glucosamine was determined accord- 
ing to the method of Elson and Morgan as modified by Nilsson 
(14). 

In some instances the isolated albumin and 7 -globulin were 
submitted to a second electrophoresis lasting 5 to 7 hours in the 
medium sized (10 ml.) apparatus. In these experiments the 
migration of the protein was overcompensated. In that way the 
upper end of the protein solution on the positive side was slowly 
driven out of that cell in which it was contained at the start. The 
current was smtched off when the protein boundary on this side 
passed through the bottom of the cell mentioned. This procedure 
aimed at a separation of the protein from the free lipids eventually 
present. The cells emptied as described above regularly proved 
to contain a small amount of protein. Calculated in per cent of 
the protein present, the amount of lipid in these cells was regu- 
larly considerably greater than in the cells containing the main 
part of the protein. This probably indicates either that a part 
of the lipids had occurred in a free state before the second electro- 
phoresis or that a certain dissociation between protein and lipid 
had taken place during this procedure. 

As a rule only a minor part of the lipid present in the protein 
solution after the first electrophoresis could, in the way just 
described, be removed in the second one. Thus, in normal 
Serum II the cholesterol of the albumin in the course of the second 
electrophoresis decreased from 1.30 to 1.08 per cent. The lipoid 
P at the same time was lowered to 0.10 per cent from 0.13 per cent. 

In the albumin of Serum III the cholesterol of the albumin 
similarly decreased from 0.92 to 0.84 per cent. The change in 
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the phospholipid did not in this case exceed the experimental 
error. 

As seen from Table I, all protein fractions of serum contain 
lipids, although in varying amounts, 7 -globulin being poorest. 
Yet the quantities of cholesterol and phospholipid associated vith 
the 7 -globulin are such that, assuming a molecular weight of this 
protein of 150,000, the protein should in all cases but one bind 1 or 
more molecules of lipid per molecule (1 molecule of lipid per mole- 
cule of 7 -giobulin should give 0.25 per cent cholesterol and about 
0.5 per cent phospholipid). The lipids of the 7 -globulin might also 
be bound to a subfraction of this protein, the rest being unasso- 


T.^dle I 

Liptds of Various Protein Fractions of Scrum 
The results are given in per cent. 
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dated trith lipids. This possibility is somewhat supported by 
the rather great variations of the cholesterol values of the 
7-globulin. It is also a general experience from electrophoresis 
work on sera that 7 -globulin shows the greatest inhomogeneity of 
the protein fractions. In the albumin too the lipid values are 
relatively low. The cholesterol values are definitely higher than 
those of the 7 -globulin. It is noteworthy that these cholesterol 
values agree rather well with that calculated for a compound of 
2 molecules of the lipid and 1 molecule of albumin (mol. wt. 
68,000; calculated 1.14 per cent cholesterol) even if this may be 
due to pure chance. 

The lipid content of a- and / 3 -globulins is considerably greater. 
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The phosphatides as calculated from the lipoid P values amount 
to 5 to 7.5 per cent of the a-globulin and 8 to 14 per cent of the 
/3-globulin.^ Owing to the great difficulty of obtaining pure 
a-globulin in sufficiently large amounts, cholesterol could be deter- 
mined only once in a-globulin from normal serum. In the pneu- 
monia serum a consistently lower cholesterol value was obtained 
for the a-globulin, this being the only instance ir which the pneu- 
monia serum showed a marked difference from the normal. 

Even in serum of blood drawn from subjects fasting in the 
morning the /3-globulin, as it appears in the electrophoresis appa- 
ratus, exhibits a more or less pronounced opalescence. The 
boundaries of this opalescence coincide exactly with those of the 
3-globulin. The opalescence in all probability is due to suspended 
lipid particles. Migrating with the same velocity as the /3-globu- 
lin, these particles no doubt are coated with a protein film which 
determines their electrophoretic behavior. In the other protein 
fractions, including a-globulin, the lipid appears to be more highly 
dispersed. 

The results given here are on the whole in good agreement with 
those of Mellander and support the assumption made above that 
the test used by Bennhold for the detection of cholesterol has not 
been sensitive enough to indicate the cholesterol in the albumin 
fraction. When Bennhold found the cathodic end of the globulin 
column to be free from cholesterol, he had obviously tested a solu- 
tion containing 7-globulin only. 

The result of the analyses performed on proteins after a second 
electrophoresis makes it quite clear that the lipids present in the 
solution of the electrolytically separated proteins are not free but 
to large extent bound to protein in an unknown manner. 

The outcome of the carbohydrate analyses (Table II) is in agree- 
ment with earlier findings in so far as the globulins are found to 
contain more carbohydrate than the albumin, a- and 3-globulins 
are the protein fractions richest in carbohydrate. Calculated as 
dihexosamine, the carbohydrate content of the a- and 3-globulins 
is 9 to 12 per cent. The sum of the lipids and carbohydrates in the 
3-globulin amounts to as much as 20 to 30 ner cent of the protein. 

^ It is of interest to note that Longsworth, Shedlovsky, and Macinnes 
(16) in their electrophoretic analysis of pathological sera found that a 
considerable part of the abnormally large /3 component in plasma from a 
patient with obstructive jaundice could be extracted with ether. 
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It should bo remembered that the a- and /3-globulins, although 
verj' rich in lipids and carbohydrates, constitute only a minor part 
of the total serum proteins. Consequently as much as half or 
more of the total lipids and total carboh 3 'drates of the serum is 
bound to the albumin and the -y-globulin, in spite of the low 
percentage composition. 

The senim albumin from a patient mth pneumonia contains 
considerablj" more carbolu'dratc than the albumin of normal sera. 
This agrees with earlier observations bj’ Nilsson (14). 

In some of the prolonged separations the albumin boundary- 
split up into two but the difTercncc in mobilitj' was very' small 
(only about 2 per cent of the total mobilit}'). A separation was 
nevertheless tried in one case (a pneumonia serum), which, how- 
ever, was not complete. The faster component was colorless; the 


Table II 

Per Cent of Carhohydrale in Protein Fractions of Serum 


Beraa No. 

Albumin 

e-Globu* 
tin. man- 
nose 

fl-Globu- 
lin. man- 
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'^Globu- 
lin, mas- 
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1.1 

0.45 


8.3 
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III. “ 

1.2 

0.5G 

6.0 

6.2 

3.0 

Pneumonia 

5.8 

3.6 

9.9 

1.5 

3.7 


slower showed the j'cllow (bilirubin) color which usually migrates 
■svith the albumin. Analysis showed that the faster fraction con- 
tained 4.6 per cent carbohydrate (calculated as maimose) and the 
slower only 2,0 per cent.- As the fractions were far from pure, 
these figures only indicate that there is a difference in the com- 
position of the fractions but do not give the carbohydrate content 
of the pure components. Therefore the relation between these 
and those obtained by Hc^^•itt (16) and by Ketnick (17) cannot 
yet be definitely established. Recently Luetscher (18) has sho-wn 
that carbohj-drate-free serum albumin maj' be fractionated by- 
electrophoresis at a more acid pH into two components -ndth 
different mobilities. 

’ Owing to the Email amounts available, the correction for bu5er sub- 
stances could not be made in the analysis of these samples. The values 
are therefore approximate only. 
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STJMMAKY 

With the electrophoresis technique of Tiselius the question of 
the relations between the serum proteins on the one hand and that 
of the lipids and the polysaccharides of serum on the other were 
investigated. 

The electrophoretically separated proteins, albumin and a-, (3-, 
and 7 -globulins, all contained cholesterol and phospholipids. The 
a- and /?-globulins were, however, far richer in these lipids than the 
two other proteins mentioned. In the /3-globulin layer part of 
the lipids appear to exist in a more coarsely dispersed form than 
in the other serum proteins. 

All serum proteins which could be separated with the aid of 
electrophoresis likewise contained carbohydrates. Also here the 
a- and /3-globulins showed the highest percentage. 

Parts of the costs of this investigation have been defrayed by 
grants from the Rockefeller Foundation and the Wallenberg 
Foundation and by “Svenska Sallskapet for Medicinsk Forskning.” 
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The finding of lipid substances in all electrophoreticall}' sepa- 
rable senim proteins, in the ease of a- and /9-globulins in remark- 
ably large proportions (Blix, Tiselius, and Svensson, 1941), 
raised the question of the possible role of the lipids in the electro- 
phoretic behavior of these proteins. Experiments ^\^th sera from 
which the lipids had been largelj' removed, according to the mild 
extraction principle introduced by Hardy and Gardiner (1910), 
seemed likely to give certain information in this respect. Such 
e.xperiments were accordingly carried out. At the same time 
some questions pertaining to the transport function of the serum 
proteins were taken into consideration and experimentally 
investigated. 


EXPERI.MENT.VL 

The serum lipids were removed in the following way. 10 ml. 
of serum, cooled to ±0°, were precipitated with 60 ml. of acetone 
at — 14® and immediately centrifuged for 3 minutes at 3000 r.p.m. 
(the centrifuge was kept at a temperature not exceeding -t-10°). 
The supernatant fluid was poured off and the precipitate treated 
for ^ hour Math 60 ml. of fresh acetone of —14°. The mixture 
was placed in a refrigerator adjusted to this temperature. This 
treatment was repeated once. The precipitate was then well 
stirred up M-ith 60 ml. of a mixture of acetone and dry ether, 2:1, 
allowed to stand for 5 minutes, and again centrifuged. The pre- 
cipitate was at last treated with 60 ml. of dry ether for 15 minutes, 
this treatment being repeated once. The treatments wnth acetone- 
ether and ether were also carried out at — 14°. The precipitate 
was then placed in a vacuum desiccator and freed from ether by 
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evacuation vdth an oil pump at ordinary room temperature. 
During the whole procedure great care was taken not to expose 
the precipitate for more than minimal periods of time to the 
moisture of the air. Subsequent extraction of the precipitate 
vdth dry ether in a Soxhlet apparatus was not carried out, as it 
did not appear that further lipids would be removed. In fact 
not more than traces of lipids were extracted after the two first 
acetone treatments, the subsequent treatments mth ether ser\nng 
mainly to remove the acetone. 

With the extraction procedure thus employed the serum choles- 
terol was completely removed. On the other hand a certain 
amount of phospholipids (about 25 per cent of the total) was not 
extracted. An analysis according to the procedure of Brante 
(1940) showed the unextracted phospholipid to be mainly cephalin, 
whereas the phospholipid in the extract was chiefly lecithin. The 
proteins after the extraction dissolved easily and completely in 
the buffers used. 

The electrophoresis apparatus of Tiselius (1937, a) was em- 
ployed. All measurements were made at ±0° with a potential 
gradient of about 5 volts per cm. The sera were diluted tvdce with 
and dialyzed against phosphate buffers of constant ionic strength, 

P = 0.1. 

Table I shows the mobility values of the serum proteins found 
in native and lipid-free sera at different pH values. Sera I to IV 
were dravm from healthy men in the postabsorptive period. Se- 
rum V was a horse serum. 

In the experiments vith hpid-free sera the jS-globulin, contrary 
to observations on native sera, always appears quite clear. This 
confirms the surmise that the opalescence of the /3-globulin in 
native sera is due to the lipid substances present. 

It may be gathered from Table I that no a-globulin appears 
in lipid-free sera at pH 6.1 and 7.4. In four further experiments 
performed at these pH values with sera to which certain foreign 
substances had for other purposes been added (see below) no 
a-albumin boundaries appeared either. The horse serum, in which 
the a-globulin is quantitatively more important than in human 
serum, agreed with the latter in this respect. On the contrary at 
pH 8 the a-globulin boundaries in most cases became visible also 
in the lipid-free sera, although — especially in horse serum — the 
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schliercn band ■was mucli less marked than in normal serum. In 
two experiments at pH S, mth foreign substances added to lipid- 
free sera, the a-globulin likewise appeared. 

The changes affecting the a-globulin represent the only differ- 
ence in electrophoresis found between the native and the lipid- 
free sera.’ 

'Whether the effect on the a-globulin is due to the absence of 
the lipids or to an Incipient denaturation of the protein cannot 
mth certainty be decided. The easiest e.vplanation is perhaps 
that the mobility of the a-globulin, due to an incipient denatura- 

Tadle I 

Electrophoretic Mobilities of Serum Proteins 


The results arc given in cm.- sec."’ volt"’ X 10’. 
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tion, suffers such a change that its boundaries submerge in the 
broad schiicren band of the albumin or the /^-globulin, the possible 
difference in mobility between one of these proteins and the 
changed a-globulin being so small that even in e.xtended e.xperi- 
nients no separate a-globulin boundaries become visible. The 

’ Tiselius (1937, h) mentions an experiment with serum from which the 
lipids had been removed in much the same way as in the present work. A 
large reduction of the mobility of the albumin was the sole change noted. 
Possiblj' the precautions taken in order to prevent protein denaturation 
were not in this case so strict as in the present experiments. 
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facts that the a-globulin appearing at pH 8 in lipid-free sera shows 
a quite normal mobility and that the mobility of the other protein 
fractions is, wthin the experimental error, unchanged nevertheless 
contradict such an explanation. That the a-globulin, deprived 
of its lipids, assumes as such a mobility coinciding with one of the 
other proteins or even that the native a-globulin has the nature 
of a compound vdth one of the other proteins with lipids seems 
also to be disproved by the appearance of a-globulin at pH 8. 
Lastly, it is perhaps conceivable that the lipid-free a-globulin 
particles become coated by one of the other lipid-free serum pro- 
teins, say the j{3-globulin, the resulting complexes having the mo- 
bility of the latter and not being stable on the alkaline side of 
about pH 7.5. The knowledge gained in the experiments given 
below might to some extent support this view. 

A series of electrophoresis experiments was carried out with 
lipid-free (and native) sera to which had been added suspensions 
of either cholesterol, mastic, or the dye Sudan III. 

The cholesterol and the mastic were dissolved in ^varm alcohol 
and poured into boiling water. The alcohol ^vas driven off by 
concentration of the solution to one-third of the original volume. 
The cholesterol suspension was stabilized by addition of a trace 
of sodium oleate. The sols obtained contained about 1 per cent 
of the substance suspended. The Sudan III sol %vas prepared 
according to the method of Bennhold (1932). Of these suspen- 
sions usually 0.5 ml. w^as added to a mixture of 4 ml. of serum and 
7.5 ml. of buffer solution. 

In lipid-free sera the opalescence of the mastic and cholesterol 
respectively at pH 6.1 and 7.4 ahvays coincided exactly vdth the 
^-globulin boundaries. At pH 8 the opalescence boundaries 
appeared between the a and ^ boundaries, save for one instance 
Avhen they coincided with the a-globulin boundaries. 

The results of the experiments with Sudan III are given in 
Table II. 

From these results it is clear that the use of Sudan III as an 
indicator of the lipid substances of serum in electrophoresis experi- 
ments (Bennhold, 1932) is not justified. There is obviously 
reason to be cautious with the use of Sudan III as an indicator 
of lipid substances. This is further evidenced by the observation 
that in a native serum from a patient with marked alimentary 
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lipomia the opalescence boundaries migrated between the bounda- 
ries of the a- and /S-globulins, whereas the Sudan III at the same 
time migrated exactly with the /3-globulin. It should be added 
here that in two further sera from individuals with marked ali- 
mentarj' lipemia the opalescence boundaries likewise appeared 
between the a- and /3-globulin boundaries. 

In this connection another observation made in the above ex- 
periments should be pointed out. The albumin, which on electro- 
phoresis of native sera always appears yellow, owing to the adher- 
ing bilinibin, in the lipid-free sera regularly appears colorless, or, 
in some instances, only faintlj* j'cllowish. As the bilirubin does 
not go into the extracts, it endently shifts over to the only protein 
appearing colored in these sera; namely, the /3-globulin. 

Table II 


Use of Sudan III .-Is Indicator of Lipid Substances of Serum 


Scrum No. 

pH 

Kind of scrum 

Sudan III migration 

II 


Native 

With ^-globulin 

tt 


Lipid-froc 

ft 

IV 

! 7,4 1 

Native 

Between a- and ^-globulin 

ti 


<1 

tt tt tt tt 

V 

HI 

Lipid-free 

With P-globulin 


From the observ'ations thus made it appears that the /3-gIobulm 
plays a special role in the transport of substances differing in chemi- 
cal structure but similar in that they may occur in serum as 
hydrophobic colloidal particles." As shown by Blix, Tiselius, and 
Svensson (1941), all the electrophoretically separable serum pro- 
teins contain lipids. However, whereas the lipids of albumin, 
a-globulin, and 7 -globulin respectively probably should be re- 
garded as relatively permanent elements in these proteins, it is 
suggested that the / 3 -globulin lipids, which, to a great extent at 

* The undcrlj'ing observations may appear to be somewhat at variance 
with the results of Moyer and Moyer (1940) who worked on electrophoresis 
of quartz and collodion particles in serum and with those of Ludlum, Taft, 
and Nugent (1931), who investigated the eleetrophoresis of chylomicrons. 
The discrepancies are, however, not so great that they may not be in the 
main explained by the differences in the experimental conditions em- 
ployed. 
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least, are present as comparatively large particles coated by a 
protein film, are lipids passing through the blood on their way 
from one part of the body to another. The /3-globulin is thus 
supposed to be endowed with a special function in the fat trans- 
port of the body. In marked lipemic conditions the turbidity, as 
mentioned above, often appears between the a- and /3-globulm 
boundaries. This probably indicates that, when larger amounts 
of fat have to be transported, the albmnin or the a-globuhn or 
both of them in addition to the ^-globulin go into the surface film 
of the lipid particles and thus, in an auxiliary way, take part in 
the fat transport. The outcome of the experiments with mastic 
and cholesterol at pH 8 might indicate that a participation of 
proteins with a greater mobility than the j8-globulin in the trans 
port of materials of the kind here in question takes place, espe- 
cially at more alkaline pH values. 

The substances which are transported with the different serum 
proteins may undoubtedly influence the transport conditions of 
each other. Competition for the transporting proteins and dis- 
placements certainly may occur. The distribution of the trans- 
ported substances on the different protein components does not 
to all appearances represent a fixed state but rather a labile equi- 
librium which is often and easily changed in the one or the other 
direction. Such changes might have far reaching consequences, 
especially in pathological conditions. 

SUMMAEY 

In sera from which the lipids had been lai’gely removed by pre- 
cipitation and extraction 'with organic solvents at low temperature 
the migration velocities of the different protein components were 
found to be unchanged, except that the a-globulin boundaries 
regularly disappeared at pH values below'^ 8. The cause of this 
change is discussed. 

Cholesterol, mastic, and the dye Sudan III, which w^ere added 
to lipid-free sera in the form of suspensions in water, as a rule 
migrated with the /3-globulin. In lipid-free sera the bilirubin is 
completely, or for the greater part, shifted over from the albumin 
to the j8-globulin. 

Certain aspects of the transport function of the semm proteins 
are discussed. 
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The molecular structure of non-amorphous organic substances, 
as found from stud}' of their x-ray diffraction patterns, is dis- 
covered to best advantage when the substances are chemically 
pure. Purity of compounds is not yet strictly fulfilled in most 
biologically active materials. However, in the tuberculin pro- 
teins prepared and studied by Seibert and coworkers (1-4), which 
we have used, we have substances which have been chemically 
analj'zed with precision. This has given us the chance, in our 
experiments inth x-ray analysis of tuberculin proteins, to study 
the influence of concomitant substances upon the .x-ray diffraction 
patterns of the former. By comparison and elimination the .x-ray 
diffraction pattern of reasonably pure tuberculin proteins can 
thus be established. Finally determinations of the particle size 
according to Scherrer’s (5) method were made on three samples 
of tuberculin proteins for which ultracentrifugal evaluations of the 
molecular weight are available (3). 

Preparations Studied 

Several methods of isolating the active principle from tubercuh'n 
have been used. In general the main difference was that some 
fractions, such as the TPU-H2 and TPA-1, were made from 
unheated tubercle bacillus culture filtrates (1) and were antigenic, 
while the remaining fractions were isolated after the cultures 
had been heated, and were thus non-antigenic. TPU-H2 was 

* Aided by a grant from the Committee on Radiation of the National 
Research Council and from the Committee on Medical Research of the 
National Tuberculosis Association. 
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obtained by concentrating raw culture filtrate by ultrafiltration 
and washing with 0.5 per cent phenol at room temperature. It 
was then dried in the desiccator. 

TPA-1 was prepared by repeated half saturation with ammo- 
nium sulfate at pH 4.8 and then dialysis against water and drying 
in the desiccator. 

PPD-98970, PPD-Rx, and SOTT-19 were made in three differ- 
ent laboratories according to the standard procedure (2) previously 
used for preparing PPD, which involved precipitation with 
trichloroacetic acid. 

SOTT-b2 and SOTT-b3 were separated from SOTT-19 and 
further purified as previously described (3). 

PPD-62 (avian), PPD-61 (bovine), and PPD-65 (human) were 
made by repeated precipitation with ammonium sulfate (half 
saturation) and then 2 per cent trichloroacetic acid. The concen- 
tration by ultrafiltration was done at 5-6°, no preservative was 
used, and the final product was dried in the frozen state. PPD-67 
(human) was treated similarly, except that it was separated by 
precipitation at pH 4.3. 

PPD-49608 and PPD-49609 were made by the latest procedure 
(4), involving precipitation at pH 7.0 and giving the least de- 
naturation possible. Thus these products have also some of the 
lowest contents of impurities. 

The tuberculin polysaccharide was isolated from tuberculin 
filtrate (3), and contained only 0.097 per cent nitrogen. 

The tuberculin proteins investigated and their content of buffer 
substances, nucleic acid, and polysaccharide, as well as determina- 
tions of the molecular weight, are summarized in Table I. The 
radius of the diffraction rings and a characterization of the type 
of the corresponding photometric graphs are included. 

Apparatus and Technique — We used for these experiments an 
x-ray apparatus constructed by two of the authors, the details of 
which have been reported earlier (6). The tube operates at a 
peak voltage of. 35 kilovolts, at an average current of 15 milli- 
amperes. A copper target, aluminum foil window (0.013 mm.), 
and a lead diaphragm (1 mm. in diameter and 47 mm. in effective 
length) produce a nearly monochromatic^ x-ray beam of 1.54 A. 

‘ We ascertained in special experiments that use of Ka radiation alone 
(nickel filter of 0.002 cm. thickness) does not appreciably modify the 
diameters in our particular diffraction patterns. 



Taiilb I 

Comparative Data from X-Ray Diffraction, Sedimentation, and Analyses 
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The specimen, pressed into a hole drilled into a microscopic 
glass slide 1.32 mm. in thickness, is 88 mm. from the focal spot 
and 37.7 mm. from the film. An exposure time of 1 hour is 
adequate for most substances. 

In order to obtain an objective evaluation of the x-ray diffrac- 
tion patterns, a relative light transmission graph^ of each film was 
made with the help of a photoelectric microdensitometer (Spiegel- 
Adolf and Peckham (7)). By using the method developed in this 
paper an exact center determination, and therefore an exact de- 
termination of the radius of the diffraction rings, is made possible. 
The same apparatus and a similar method were used for the 
photoelectric determination of the density graphs (density = log 
to/ti). 

Remits 

The transmission graphs of the x-ray diffraction patterns of the 
thirteen tuberculin protein preparations are not identical and can 
be divided into at least four groups. 

Group 1 — Group 1 consists of three tuberculin proteins, PPD-62, 
PPD-65, and PPD-61. Of these only the first one shows a really 
distinctive diffraction pattern. This pattern contains at least 
two more rings than any of the other tuberculin proteins. These 
rings have radii of 16 and 24 mm. respectively. Both rings are 
identical with rings occurring in the diffraction pattern of the 
phosphate buffer which was used up to a concentration of 14 per 
cent in the preparation of PPD-62. Photometric graphs of the 
tuberculin protein and of the buffer substance reveal more details 
(Fig. 1). The influence of these findings upon the explanation of 
the x-ray diffraction pattern of PPD-62 (avian) seems obvious. 
PPD-61 and PPD-65 show only very slight inflections at 16 mm. 
from the center. We ascertained in further experiments that 
phosphate buffer admixture up to 5 per cent did not influence the 
shape of the x-ray diffraction patterns made wdth our equipment 

° The relative transmission of an x-ray diffraction film is the ratio be- 
tween the light transmission at the point under observation and the light 
transmission of the center of the film, which has been protected against 
x-rays by a plate of lead but otherwise undergone the same treatment as 
the rest of the film For our graphs the relative light transmission 

is plotted against the distance in mm. from the center of the x-ray diffrac- 
tion pattern. 
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and technique. As a precaution, however, dialysis against dis- 
tilled water was thereafter used in order to rid the tuberculin 
proteins of excessive salt. 

Group 2 — The light transmission graph of one sample, tuberculin 
TPU-H2, is different from those of the other samples in that the 
graph shows a wider and deeper minimum, which is closer to the 
center than the second minimum in most of the other samples. 
Tuberculin TPU-H2 contains 66.5 per cent of polysaccharide. 
A corresponding analysis of pure tuberculin polysaccharide reveals 



Fig. 1. Photometric transmission graphs of PPD-62 (avian) (unbroken 
line), original solution containing 1.5 per cent protein in phosphate buffer, 
and phosphate buffer (broken line), ti/to indicates relative transmission; 
mm. indicates distance from the center of the x-ray diffraction pattern. 

a great similarity in its diffraction pattern, indicating that it is 
probably responsible for the particular shape of the diffraction 
pattern of tuberculin TPU-H2 (Fig. 2). 4 to 7 per cent of poly- 
saccharide in the tuberculin proteins seems not to modify ap- 
preciably their x-ray diffraction patterns. 

Group 3 — Two transmission graphs, viz. of tuberculin proteins 
PPD-98970 and SOTT-19, are similar to each other and different 
from the rest. The difference consists in the fact that the trans- 
mission graphs show only a gentle slope and very little of the two 
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dips observed in the rest of the graphs, which will be described in 
the next paragraph. Both tuberculin proteins PPD-98970 and 
SOTT-19 contain 17 or more per cent nucleic acid (see (8)). 
Therefore x-ray diffraction patterns of a very pure preparation of 
thymus nucleic acid® were made. The corresponding transmission 
graphs at distances of 4 to 16 mm. from the center are horizontal 
lines. Although the presence of nucleic acid could thus be used 
to explain the behavior of the x-ray diffraction pattern of the two 
tuberculin proteins in the same way as we have explained the 
influence of salt and polysaccharide, a more exact proof is avail- 



Fig. 2. Photometric transmission, graphs of TPU-H2 (unbroken line), 
containing 66.5 per cent polysaccharide, and tuberculin polysaccharide 
(broken line), ti/io indicates relative transmission; mm. indicates distance 
from the center of the x-ray diffraction pattern. 

able. SOTT-19 was almost freed of the concomitant nucleic acid, 
resulting in a preparation referred to as SOTT-b3. When the 
x-ray diffraction pattern of the latter is studied with our photo- 
electric microdensitometer, the transmission graph shows that our 
explanation that the nucleic acid causes a flattening out of the 
graph was correct. SOTT-b3 shows transmission graphs very 
similar to the graphs described in Group 4 (Fig. 3). 

The results of these studies suggest the use of x-ray diffraction 
methods for analytical purposes in the study of contaminations in 
biological substances. 

’ This preparation was given one of us by Professor Einar Hammarsten. 
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Group — Nino samples out of thirteen tuberculin proteins show 
similar x-ray diffraction patterns. They are characterized by two 
distinct diffraction ringSj^ corresponding to spacings of 4.43 to 
4.60 A. and 9.64 to 10.6 A.^ These spacings are almost identical 
with the ones reported b}"- Astbury and Lomax (9) for the various 
undenaturcd and denatured proteins. The average of the spac- 
ings given above also corresponds very closely to the values 4.5 
and 10.2 A. found by Katz (11) and coworkers for crystallized 
proteins. The fact that the backbone spacing is more constant 
(variations of ±0.1 A. about its mean of 4.5 A.) than the side 



Fig. 3. Photometric transmission graphs of SOTT-bS, containing 3.0 
per cent of nucleic acid (unbroken line), SOTT-19, containing 21.8 per 
cent of nucleic acid (broken line), and nucleic acid (dotted line). ti/l<s 
indicates relative transmission; mm. indicates distance from the center of 
the x-ray diffraction pattern. 

chain spacing (variations of more than 0.5 A. about its mean of 
10.26 A.) has been reported by Astbury and Lomax (9) for 
proteins. 

* In the above computations we have followed the example given by 
other authors (.A.stbury and Lomax (9), Clark and Shenk (10), Katz (11)) 
in the use of the Bragg equation for the numerical interpretation of the 
x-ray diffraction patterns of proteins. Nevertheless there may be possible 
objections to the use of the Bragg equation in these cases. It has been 
called to our attention that our results in the computation of the particle 
sizes according to the method of Scherrer would only yield two layers of 
the 10 A. kind and on] 3 ' about five laj'ers of the 4.5 A. kind in the average 
particle, and these numbers of layers are much smaller than those contem- 
plated in the derivation of the Bragg equation. 
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The rather wide range of the spacings for an individual protein 
may be explained by the presence of varying amounts of con- 
comitant substances (up to 7 per cent polysaccharides and up to 
5 per cent nucleic acid). 

Besides, there may be still other reasons for differences in the 
diffraction patterns. Four of nine tuberculin proteins, PPD-Rx, 
PPD-61 (bovine), SOTT-b3, and SOTT-b2, show in varying degree 
the characteristics of denaturation as described by Astbury and 
Lomax (9) and confirmed by our own findings with heat-denatured 
proteins (12). The main characteristics consist not only in a 
sharpening of the backbone reflection, which, instead of a diffuse 
ring, appears as a sharp line, but also in small changes of the 
spacings of both reflections. In our group of five apparently 
undenatured tuberculin proteins the average spacings were 4.48 A. 
(4.43 to 4.57) and 9.87 A. (9.64 to 10.1). ^The analogous values 
for the four denatured samples were 4.60 A. (4.60) and 10.35 A. 
(9.95 to 10.6). The grouping of our tuberculin protein x-ray 
diffraction patterns according to their different degrees of dena- 
turation is in good agreement with the physicochemical behavior 
of these preparations. For example, the tuberculin proteins which 
show an x-ray diffraction pattern characteristic for denaturation 
are lowest in solubility and antigenicity. Preparations of high 
solubility and antigenicity show diffuse x-ray diffraction rings such 
as are generally observed in undenatured proteins. Conversely it 
seems possible to use x-ray diffraction analysis for the elucidation of 
certain physicochemical changes in tuberculin proteins. Attempts 
at correlation of x-ray diffraction patterns with biological potency 
will be postponed until purer samples are available. 

An attempt was made to analyze further the x-ray diffraction 
pattern by studying the width of the diffraction lines. It has 
been shown that the width of these lines is dependent upon the 
size of the particles under investigation (5). Since it is probable 
that the concomitant substances, when present in the above con- 
centrations, have very little effect upon the particle size, such 
studies seemed likely to reveal reliable information, although the 
method had been originally used only for substances of strong 
.x-ray absorption power and definite crystalline character. As 
had been mentioned before, three different tuberculin proteins 
(SOTT-b3, PPD-61, and PPD-49609) are available for which the 
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molecular weight has been determined according to the ultra- 
centrifugal method of Svedberg (13). The molecular weights 
varj^ between 13,500 and 17,000. The method, especially for 
such small sized particles, is not sufficientlj" e.xact to make sure 
that the three tuberculin proteins under investigation are of 
different molecular weight. Xevcrthclc.'^s, according to the 
different degrees of sharpness and intensity in the diffraction 
patterns, Preparations PPD-61 and PPD-49609 seem to be more 
hydrated and less .\-ray-diffracting than SOTT-b3, which accord- 
ing to Katz (11) should influence the results. 

For the determination of the particle size D, the equation 


B 


= K 


A 

D cos e/2 


( 1 ) 


was used. The constant K is related to the shape of the cell unit. 
It is not likely that the cell unit is cubical in the case of SOTT-b3, 
since Seibert has found for this tuberculin protein a molar frictional 
ratio of 1.6. The validity of this assumption is further verified 
b}' a computation in which the ratios of sin- 0/2 are found not 
to be of whole numbers. It is therefore proper to use the value 
0.92 for the constant K (14). (In this equation B is the width of 
the diffraction line (or ring) at half maximum intensity, measured 
in radians from the specimen, K = 0.92, A is the wave-length of 
the monochromatic x-ray beam, and 0 is the diffraction angle as 
defined by Bragg’s law.) 

B, the width of the diffraction line at half maximum intensity, 
was graphically determined in all instances from photoelectric 
density graphs. Since the computations for the different tuberculin 
protein specimens are analogous, only the computation for one 
sample (SOTT-b3) will be recorded here. Fig. 4 shows the 
determination of the half maximum inten.'^ity for both diffraction 
rings from the photoelectric density graphs. 

Computation — In our camera the film is flat, so that the 
diffracted x-ray strikes the film at an angle. It is necessarj' there- 
fore to take this into account for an accurate determination of the 
n-idth of the diffraction line. This may readily be done as follows 
(Fig. 5) : 

In Fig. 5, the incident x-ray beam striking the specimen at C 
is diffracted toward AEG. Point E is the point of maximum 
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intensity and A. and G are points of half this intensity. AG is 
the half maximum intensity width and angle ACG (measured in 
radians) is equal to B in the above equation. B = 8 — j; tan 
7 = FA/CF] tan 5 = FG/CF. FA and FG are obtained from the 
density curve of the diffraction ring (Fig. 4). CF is the specimen 
film distance in the camera, 37.7 mm. (We have shown by special 
experiments that when the thickness of the specimen was doubled, 
from 1.32 to 2.64 mm., by packing in superimposed holes of two 
microscopic slides instead of one slide, the width of the diffraction 
rings was not increased appreciably; the values of the half intensity 



Fig. 4. Photometric density graph of SOTT-b3. Graphical determi- 
nation of half brightness width. AB = PC; DE = EF; AD is the half 
brightness width. Log to/<i indicates density; ram. indicates distance 
from the center of the .x-ray diffraction pattern. 


width were 4.3 and 4.275 mm. respectively.) For the larger ring 
of tuberculin protein SOTT-b3 it was found that FA = 11.74 mm. 
and FG = 14.86 mm. Then tan 7 = 11.74/37.7 = 0.3114 and 
7 = 17° 18'; tan 8 = 14.86/37.7 = 0.3942 and 5 = 21° 3T. B = 
21° 31' — 17° 18' = 4° 13' = 0.07359 radians; A = 1.54 X 10“® 
cm.; tan 20 = FE/CF = 13.2/37.7 = 0.3502, 20 = 19° 18', and 
0 = 9° 39'. Substituting these values in Equation 1 and solving 
for D, we obtain 
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Considering the smaller ring of the diffraction pattern, we find 
tan 5 = 7.4S/37.7 = 0.1985, 5 = 11° 14'; tan 7 = 4.94/37.7 = 
0.1310, 7 = 7° 18'. B = 11 ° 14' - 7° 18' = 3° 56' = 0.06868 
radians; tan 20 == 6.10/37.7 = 0.1618, 20 = 9° 12', and 0 = 
4° 36'. Then, 

1 54 X 10“® 

O.O 6 S 68 = 0.92 D = 20.67 1. 

D cos 4° 36' 

Our results show that the diameters computed from the two diffrac- 
tion rings are practicall}' identical. This should indicate that the 



Fig. 5. Diagram shoeing how to compute the exact width of diffraction 
lines in radians from measurements made with a flat camera. C is the 
specimen, F the center of the film protected by lead, AEG is the diffracted 
x-ray beam, E the point of maximum intensity, A and G are points of half 
this intensity, AG is the half maximum intensity width, and angle ACG 
(in radians) = S = K{k/{D cos 0/2)). 

tuberculin protein particle has two almost equal dimensions in 
the two principal crystallographic directions. Clark and Rhodes 
(15) have drawn the same conclusions from similar results in 
rubber black carbon. 

For tuberculin^ proteins PPD-61 and PPD-49609, diameters of 
15.63 and 15.26 A. were computed. These results agree with the 
molecular weights of these tuberculin proteins in that they fall 
into the same sequence as to magnitude. Nevertheless there is a 
possibility that the differences in the computed particle sizes are- 
only the consequence of the influence of denaturation upon the 
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x-ray diffraction patterns of proteins. According to Astbury and 
Lomax (9) and our own findings (12) denaturation causes a 
sharpening of the originally diffuse diffraction lines, which im- 
proves the exactness of the photometric readings and necessitates 
a decrease in the half intensity width. Our formula shows that this 
function is inverse to the size of the particle. Therefore it seems 
obvious that substances with diffuse rings— if the Schcrrer method 
can be used at all for them — would give smaller particle sizes than 
the identical substances after sharpening of their lines following 
denaturation. The differences in the particle sizes which we have 
found between the genuine and the denatured tuberculin protein 
are much too small to be explained by an appreciable degree of 
polymerization. Furthermore we have been able to show the 
reversibility of the x-ray diffraction changes after reversal of heat 
denaturation (12). It seems therefore probable that the dis- 
crepancy in the particle sizes is only partly real and that the higher 
values are more accurately determined. 

A particle size of approximately 15 to 20 A. diameter accounts 
for the colloidal character of the solutions of tuberculin protein. 
Its size comes rather close to the values which Scherrer (5) has 
found in Zsigmondy’s amicroscopic colloidal gold. Since the 
molecular weight of SOTT-b3 is about 17,000, it is understandable 
that the particles should be much smaller than those of other 
proteins, the molecular weights of Avhich are multiples of 17,600 
(16). 

We have tried to find out whether the diameter of the particle 
is identical with the diameter of a tuberculin protein molecule. 
We followed in this instance the example of Zsigmondy (17), who 
used the formula of Reinganum (18) for the determination of 
the diameter of hemoglobin. According to this formula c = 
0.882 X 10~® cm. (<r = diameter, M = molecular weight, 

St = specific weight at boiling point). For iff we can substitute 
17,000, 15,700, and 14,500 respectively. Since numerically the 
density is identical with the specific gravity, we can use D = 1.33 
as determined by Seibert and coworkers (3). According to Bull 
(19) heat denaturation, to be expected at the boiling point, changes 
the density of protein but little. 

For the three tuberculin proteins SOTT-b3, PPD-61, and 
PPD-49609, •diameters of 20.62, 20.08, and 19.56 A. can be com- 
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puted in this way. The first of these values, 20.62 A., is practically 
identical with the corresponding one found according to the 
Schcrrcr method, but all of our diameters, computed with the 
formula of Reinganum, varj* within a narrow range. This seems 
to give additional support to our assumption that the Scherrer 
method gives best results in proteins when their x-ray diffraction 
lines are sharpened by denaturation. 

These findings show, therefore, that it is po.^'sible to use the 
Scherrer method for the determination of the size of protein 
molecules and incidcntallj' to use these results for the determina- 
tion of the molecular weight of a protein of known density. 

This work is being continued on different lines. 

SUMMARY 

1. X-ray diffraction patterns were taken of thirteen samples of 
analyzed tuberculin proteins. 

2. After the effects of buffer salts, polj'saccharides, and nucleic 
acids present as impurities are accounted for, the .x-ray diffraction 
patterns of tuberculin proteins show spacings at 4.43 to 4.60 A. 
and 9.64 to 10.6 A. These spacings are within the range observed 
for other proteins under similar conditions. 

3. In three samples of tuberculin proteins a determination of 
the particle size was made according to the method of Scherrer. 
Diameters of approximately 20 A. were computed. These values 
are in good agreement with molecular diameters computed from 
the molecular weights and densities of the tuberculin proteins. 
This seems to be a partial justification of the assumption of 
crystallinity of tuberculin proteins which is the basis of our 
computation. 
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The belief that calcium is excreted through the intestine as 
part of a mechanism regulating the metabolic level for this element 
is founded largely on indirect evidence and has been recently 
challenged. Evidence indicating that calcium excretion into 
the gastrointestinal tract is negligible has been reported by Nico- 
la 3 ’sen (11) working on dogs, by Christiansen (2) for the rabbit, 
bj* Johnson (7), Aub and coworkers (1), and McCance and Wid- 
dowEon (10) for man, and by Henrj' and Kon (5) for the rat. The 
opposite view-point is upheld by Ross and Scriver (13) and Pugs- 
ley (12) who experimented with rats and by CoweU (4) who used 
rabbits. 

We are reporting here a technique which we have used with 
rats for studjdng calcium absorption and also experiments in 
which this method has been applied to measure the amount of 
calcium found in the intestine under varjdng conditions. Instead 
of fasting the animals, as is often done in absorption e.xperiments, 
we have kept the alimentary tract normally filled by feeding a' 
diet which, while practically free of calcium, contained a liberal 
amount of roughage and was adequate in other respects. 

EXPERIIIBNTAL 

Rats weighing approximately 150 gm. which had been raised 
on the Yenching stock diet were fed ad libilum a low calcimn diet 
(Table I) for a period of 4 daj^s, the rats being kept in indi\’idual 
cages with false bottoms. 2 cc. of calcium lactate, containing 
10.4 mg. of calcium, were then fed by stomach tube and the rats 
were killed after a definite time inten^al. The alimentarj’’ tracts 
were ligated, removed, and the contents of the several portions 

* Research Fellow of the British Boxer Indemnity Fund. 
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of the tract as indicated were analyzed for calcium. In the con- 
trol group, 2 cc. of distilled water were administered instead. The 
technique followed was in general that of Cori (3) as originally 
applied to the study of the absorption of sugars in the alimentary 
tract. The residues, removed from the alimentary tract by care- 
ful washing, were evaporated, ashed in silica dishes, and analyzed 
for calcium by the micromethod of Kramer and Tisdall (8). 

In the control determinations, shown in Table II, when no cal- 
cium was fed, the amount of calcium found in the alimentary tract 
averaged 0.87 mg. per 100 gm. of body weight, which represented 
presumably the small amount of calcium contained in the diges- 


Tablb I 

Low Calcium Did 


Sfarph . 

j per cent 

45 

Cellulose* 

10 

Lactalbuminf 

16 


23 

Salt mi-xturej 

2 

Cod liver oil 

5 

Ca content 

0.017 

P '' ' 

0.303 



* Regenerated cellulose (Sylphrap Corporation), 
t Lactalbumin 7HAA (The Dry Milk Company), 
t Ca-free salt mixture (Adolph, W. H., Wang, C.-H., and Smith, A. H., 
J. NulTilion, 16, 291 (1938)). 

tivo juices plus unabsorbed calcium from the diet. This figure 
was regarded as a blank and was subtracted in the case of the 
experimental animals from the calcium found in the intestinal 
tract per 100 gm. of body weight in calculation of the amount 
absorbed. The absorption coefficient is calculated in terms of mg. 
of calcium absorbed per hour per 100 gm. of rat body weight. 
Table II also shows the manner in which the unabsorbed calcium 
accumulates in different portions of the alimentary tract during 
the absoz-ption process after definite intervals of time. 

To determine the magnitude of the calcium “excretion” in the 
intestine, the method of analysis of alimentary contents was next 
applied to rats in which approximately the same amount of 
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calcium was injected intravenous^' instead of being administered 
bj' stomach tube. The calcium in this case was injected as boro- 
gluconate solution, 0.6 cc. being injected into the femoral vein; 

Table II 

Absorption of Calcium Administered .4s Lactate by Stomach Tube to Rats on 
Low Calcium Basal Diet 


The figures represent .'imounts of calcium found in the alimentary tract 
after stated intervals of time. 


Sex 

Cafed 

Absorp- 

tion 

period 

after 

feedinK 

Weight 
of rat 

Ca found 

n alimentary tract 

Ca ab- 
sorbed per 
100 gm. 
bod> 
eight per 
hr. 

Stom- 

ach 

Small 

intes- 

tine 

Cecum 

Large 

intes- 

tine 

Total 


mff. 

hn. 

grt. 

ng. 

mg. 

mg. 

mg. 

mg. 

mg. 

M. 

0 


161 

0 30 

0 49 

iia 

0 30 

1.44 


(( 

0 


151 

0 19 

0 62 


0.26 

1.46 


II 

0 


144 

0 14 


0 24 

0 30 



II 

0 


136 



0 33 

0.3S 

1 32 


Average . 

0.87 

.M. 

111 

1 

162 

0 28 

4 49 

0 43 

0 22 

5.42 

3.9 

F, 

I SI 


127 

0 66 

5.43 

0 72 

0 22 

7.03 

3.5 

M. 

10.4 


135 

1 14 

4.80 

0.51 

0 38 

6.83 

3.5 

II 

10.4 


137 

1 97 

3.38 

0 85 

0.48 

6.68 

3.6 

Average. . . 

3.6 

M. 

19 

2 

103 

0 74 

2.17 

1.62 

0.10 

4.63 

3.2 

F. 

111 


lOS 

0 74 

1.49 

2.99 

1.69 

6.91 


M. 

10.4 


121 

0 87 

5 05 

0 70 

0.62 

7.24 

1.7 

II 

10.4 


138 


1 86 

3 58 

1.23 

6.84 

1.7 

Average. . , . 

2 2 

hi. 

10.4 

3 

■9 


2 22 

1 57 

2.29 

6.27 

1.5 

II 

10.4 


mm 


1 35 

1 52 

2 68 

5.98 

1.6 

II 

10.4 


Wm 

0 12 


3 99 

1.03 

6.12 

1.5 

II 

10.4 


El 


0 45 

4.20 

1 34 

6.12 

1.3 

Average. . . . 

1.5 


the solution was prepared as recommended bj' iMaepherson and 
Stewart (9). The rats were then killed after an interval of 3 
hours. In one set of experiments the animal was lightly anes- 
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thetized and ligatures were placed on the intestine above and 
below the cecum immediately before the injection. This was for 

, Table III 


Intestinal Calcium in Rats Fed Low Calcium Diet, Killed 3 Hours after 
Single Intravenous Injection of Calcium Borogluconaie 





Ca found in intestinal tract 

Sex 

Ca 

injected 

Weight 
of rat 

Small 

intestine 

Cecum 

Large 

intestine 

Total 

Total per 
100 gm. 
body 
weight 


TTIQ, 

gm. 

m 

mp. 

mp. 

mp. 

mg. 

M. 

0 

202 


1.07 

0.45 

2.06 

1.02 

(( 

0 

225 


2.12 

2.63 

6.18 

2.75 

tt 

0 

253 

1.00 

2.54 

2.58 

6.12 

2.42 

F. 

0 

176 

0.97 

1.98 

0.13 

3.08 

1.75 

M. 

0 

183 

0.88 

1.60 

0.94 

3.42 

1.87 

F. 

0 

179 

0.70 

1.76 

1.18 

3.64 

2.03 

tt 

0 

200 

1.44 

2.27 

2.40 

6.11 

3.05 

M. 

0 

218 

0.58 

0.98 

0.46 

2.02 

0.93 

Averaee 

1.98 








M. 

9.18 

195 

0.69 

1.41 

1.23 

3.33 

1.70 

<1 

9.18 

169 

1.40 

2.75 

4.15 

2.45 

F. 

9.18 

150 

0.92 

2.50 

3.42 

2.28 

tt 

9.18 

164 

0.48 

1.82 

2.30 

1.40 

tl 

9.18 

206 

1.02 

2.32 

3.34 

1.62 

tt 

9.18 

194 

0.80 

2.25 

3.05 

1.57 

M. 

9.18 

215 

1.18 

1.74 

1.17 

4.09 

1.90 

Average 

1.84 








M.* 

ESS 

214 



BnSI 

6.36 

2.98 

(t * 

■la 

198 



Iik9 

2.50 

1.26 

U * 

9.18 

223 

1.08 

2.44 

0.85 

4.37 

1.96 

F.* 

9.18 

148 

0.66 

0.86 

0.28 

1.80 

1.22 

it * 

9.18 

195 

1.59 

1.10 

0.77 

3.56 

1.83 

M.* 

9.18 

253 

1.38 

0.80 

0.38 

2.56 

1.01 


9.18 

224 

1.82 

1.03 

0.66 

3.51 

1.57 

Average 

1.69 









* Ligatures were placed above and below the cecum. 


the purpose of preventing whatever calcium may be excreted 
from being transported from one portion of the intestinal tract 
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to the next and to aid in locating the portion of the intestinal 
tract where "excretion” took place. Results, as shown in Table 
III, indicate that under the conditions employed the experimental 
animals showed no appreciable increase in the amount of calcium 
found in the intestinal tract. Similar results, not recorded here, 
were obtained when the time inteiwal after injection was reduced 
to 2 hours and also to 1 hour. 

Table IV 

Intestinal Calcium in Rats Fed Low Calcium Diet with Daily Addition of 
Calcium Subcutaneously, Killed S Hours after Single Intravenous 
Injection of Calcium Borogluconale 


Sex 

Ca 

injected 

! 

Weight 
of rat 

Ca found in intestinal tract 

Small 

intostinc 

Cecum 

Large 

intestine 

Total 

Total per 
100 cm. 
body 
weight 


. m^. 

ffn. 

tnff* 



mff. 

m.Q. 

F. 

14.3 


1.09 

1.33 

0.57 

2.99 

1.73 


14.3 


0.75 

2.60 

3.20 

6.55 

3.20 


14.3 


0.96 

1.65 

2.72 

5.33 

3.35 


14.3 

188 

1.68 

5.38 

8.20 

15.26 

8.01* 


14.3 

176 

0.60 

1.06 

1.42 

3.03 

1.74 


14.3 

206 

1.18 

1.38 

1.19 

3.75 

1.82 


14.3 

181 

0.76 

1.32 

0.76 

2.84 

1.57 

<< 

28.6 

164 

2.38 

1.45 

0.80 

4.63 

2.82 

tt 

28.6 

171 

1.68 

1.62 

0.84 

4.14 

2.42 

If 

28.6 

134 

1.57 j 

0.39 

0.95 

2.91 

2.16 

Average 

2.31 


• Not included in the average. 

It may be noted, however, that the rats recehdng calcium by 
injection had been fed for a brief period of time on a low calcium 
diet. This diet was so low in calcium that such an animal, tm- 
saturated tvath respect to calcium, might so rapidly utilize aU 
injected calcium to restore the depleted body calcium that no 
possible excess would be left which cotdd be excreted. The same 
experiment was therefore repeated except that during the 4 day 
period, when the animal was on the low calcium diet, 9.2 mg. of 
calcium, not less than the rat’s daily calcium requirement, were 
injected subcutaneously daily in the form of borogluconate. As 
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in the previous experiment, on the experimental day a single 
intravenous injection of calcium as borogluconate was made; 3 
hours later the animal was killed. In this case a more concen- 
trated solution was used so that intravenous injections of 14.3 
and 28.6 mg. of calcium were possible. The results, shown in 
Table IV, when compared with the figures for the control group, 
again indicate no significant increase of intestinal calcium. 

DISCUSSION 

The data obtained indicate that under controlled conditions 
a constant amount of calcium is to be found in the intestinal resi- 
dues and that the method of intestinal analysis may be applied to 
the measurement of calcium absorption. We found that 4 days 
were sufficient to remove from the intestinal tract the calcium 
from previous feedings and that it was not necessary to use the 
device of removing the cecum adopted by Innes and Nicolaysen 
(6). The cecum, as shown in Table II, does not store unusual 
amounts of calcium and thus interfere with the accuracy of the 
results. 

The absorption coefficients calculated indicate a diminution 
of the absorption rate over longer periods of time. These figures, 
it should be noted, are obtained with small amounts of calcium. 
With large amounts of sugar and with more concentrated solu- 
tions, Cori (3) found the absorption coefficient constant for any 
one substance. 

Our particular interest is in the amount of the so called intes- 
tinal excretion. Estimates in the literature have led to the belief 
that the amount of calcium contained in the noi’mal secretions 
of the gastrointestinal tract is considerable. Our results, how- 
ever, suggest that, at least in the case of the rat, it is rather low 
(Table II). In balance experiments with rats fed calcium-free 
diets similar to the diet here employed, we have found (unpub- 
lished data) the total fecal calcium per 100 gm. of rat body weight 
to average only 0.6 mg. per day. 

In the final experiment the calcium injected into the rat was 
14 and 28 mg. per day, whereas the daily calcium requirement of 
the 150 gm. rat may be reckoned as 8 to 10 mg. per day. This 
therefore represented a liberal supply of calcium and in spite of 
this there was no significant excretion of an excess into the intes- 
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tine. Thc^e experiments indicate that, while there is a small 
amount of calcium normallj' excreted into the gastrointestinal 
tract, this amount, however, is not affected by variations in the 
plasma calcium level. 


SUMMARY 

A microtechnique is reported for the measurement of calcium 
absorption rates in the rat. 

When calcium as borogluconate is injected mtravenousl}' into 
rats fed a low calcium diet, there is no significant increase in the 
calcium content of the intestinal tract. It maj' be concluded 
that in the rat the intestinal tract does not excrete calcium in 
amounts which are related to the metabolic calcium level. 
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The first antigens used in the Wassermann test were aqueous 
extracts of sj'philitic tissues and especially of the livers of con- 
genitally s>T>hilitic fetuses. It was soon discovered that alcoholic 
extracts of these tissues were also antigenic. This was followed 
by the discover^' that aqueous and alcoholic e.xtracts of guinea 
pig liver or other non-SiTihilitic tissues of human and animal origin 
likewise carried the antigenic principle. At present antigens for 
the complement fixation and flocculation tests for syphilis are 
usually prepared of alcoholic extracts of beef heart. It is com- 
monlj'- thought that the antigenic principle consists of alcohol- 
soluble lipids, but numerous attempts to isolate and identify 
them have been not onlj”- largely unsuccessful but have led to 
widely divergent results and opinions. That the isolation and 
identification of the antigenic principle in tissue extracts is highly 
desirable is quite evident, since it might result in the preparation 
of antigens of more uniform potency, especially if a synthetic 
preparation were available. The present investigation is con- 
cerned with a method of study not hitherto employed to the best 
of our knowledge. 


Review of Literature 

No attempt wall be made to review the voluminous literatime 
on the subject but brief mention must be made of some of the 
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reported work to indicate the divergent opinions on the subject. 
Thus Neymann and Gager (1) found by fractionating beef heart 
muscle with lipid solvents that both the lecithin and the diamino- 
phosphatide obtained were strongly antigenic while the cephalin 
was without antigenic activity. But 15 years later Kss (2) 
prepared a cephalin fraction which was found highly antigenic. 

Lecithin was regarded as the actively antigenic substance by 
Browning, Cruickshank, and McKenzie (3) because of its solu- 
bility characteristics. Scaltritti (4) also thought that the active 
antigenic principle was a lecithin because it was precipitated by 
cadmium chloride, and Eagle (5) found the same percentage of 
nitrogen in the active lipids of beef heart adsorbed on sterols as 
is present in lecithin. But Weil and Ritzen thaler (6) were un- 
able to find the active antigenic substance in cadmium chloride 
precipitates. MacLean and MacLean (7) referring to unpublished 
work, state that they and Dudgeon were able to prepare very ac- 
tive solutions that were practically lecithin-free and Fischer (8) 
concludes that not only is the active principle not h lipid but with 
Giinsberger (9) has been able to isolate from various tissues anti- 
genic fractions that were nearly insoluble in chloroform and 
alcohol. 

The difficulty of isolating chemically pure phosphatides has 
been indicated by L'evene and Komatsu (10) and the ease with 
which extraneous substances may be carried along by precipi- 
tated phosphatide has long been known. As emphasized by 
Christensen (11), Folch and Van Slyke (12), and others, such 
factors have undoubtedly entered into the results referred to 
above. 


Scofe of Investigation 

The methods of investigation hitherto employed have been 
to secure and identify chemically as accurately as possible vari- 
ous lipoidal substances extractable from tissues (especially beef 
heart) by alcohol, ether, acetone, and other solvents, determining 
the antigenic activity of each by complement fixation and floc- 
culation tests with syphilitic serum, with the hope of ascertaining 
the chemical nature of the substance which is antigenic in these 
serological reactions. 

In our investigation we have utilized the precipitates forming 
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in the mixture of Khhn standard antigen with syphilitic serum in 
optimum proportions. These precipitates were used on the 
assumption that sj'philis antibody or reagin precipitate the 
active antigenic substance in a relativelj’ pure state and with the 
minimum of loss. Such precipitates are far from pure chemical 
entities, but the results of preliminary' studies have indicated 
that they contain practically all of the active antigenic substances 
present in the Kahn standard antigen. 

EXPERIMEN'T.VL 

Ivahn standard antigen was employed not only because it 
produces marked precipitation with sj’philitic serum, but like- 
wise because it is also antigenic in the Kolmer complement fixa- 
tion test which was employed for measuring the antigenic activity 
of the substances recovered from the precipitates. Furthermore, 
all of the antigens of beef heart commonly employed in com- 
plement fixation and flocculation tests in syT^hilis, being essentially 
alcoholic extracts reinforced with cholesterol, are practically 
identical in the principles of preparation. 

Preliminary Kahn tests with each lot of serum were conducted 
to determine the amount of antigen required for securing maxi- 
mum precipitation and the serum, in lots of about 150 cc., was 
then treated with the optimum amount of antigen. After stand- 
ing in the refrigerator overnight, the precipitate, secured by 
centrifuging, was washed twice -nith 0.8 per cent sodium chloride 
to remove adherent serum, dried in vacuo over calcium chloride, 
and weighed. 

The dried precipitate was extracted with four 20 cc. portions 
of a mixture of 3 parts of absolute alcohol and 1 part of absolute 
ether, and the residue, after being washed with water imtil salt- 
free, was dried in vacuo and weighed. This residue was non- 
antigenic and gave a positive biuret reaction. Presumably it was 
composed of the antibody globulin of the syphilitic serum but no 
fiuther work was done with it. 

The combined alcohol-ether extracts were concentrated to 
about 3 cc. in vacuo and treated with 25 cc. of redistilled acetone. 
The mixture was allowed to stand in the refrigerator overnight, 
the acetone was decanted, and the residue, after being kneaded 
with acetone, was dissolved in fresh alcohol-ether mixture and 
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again precipitated with acetone. The combined acetone solu- 
tions (Fraction A) were measured and aliquots taken for deter- 
minations of cholesterol content and antigenic activity. 

The acetone-insoluble portion (Fraction B) was further sub- 
divided, in the customary manner, into an alcohol-soluble, ether- 
insoluble part (Fraction C), an ether-soluble, alcohol-insoluble 
part (Fraction D), and an alcohol-, ether-soluble part (Frac- 
tion E). 

Cholesterol was determined by the method of Man and Peters 
(13), nitrogen by micro-Kjeldahl, phosphorus by the method of 
Fiske and Subbarow (14), and choline by the method of Beattie 
(15) after barium hydroxide hydrolysis according to Johnston 
et al. (16). Qualitative tests for diaminophosphatides were made 
by the Thannhauser and Setz method (17). Antigenic and anti- 
complementary activities were determined according to the 
Kolmer complement fixation test (18) in which an anti-sheep 
hemolytic system was employed 'ivith a primary incubation of 
15 to 18 hours at 6-8° followed by a water bath at 37° for 10 
minutes. 


Results 

Five different lots of serum, ^ comprising in all about 4 liters 
were worked up separately; all lots gave similar results am 
Tables I to III, representing the data obtained from the precipi 
tation of 560 cc. of serum with 77.6 cc. of Kahn standard antiger 
are representative of the group. 

In Table I are listed the yields of the various fractions obtaine 
from the precipitate, including that of the antibody globulin 
recovered. The amount of the latter falls within the range given 
in the literature (19) and it is interesting to note, as a measure oi 
the sensitivity of the Kahn flocculation reaction, that it caused 
a precipitate of about 20 times its own weight. The acetone ex- 
tract (Fraction A) was but feebly antigenic (Table II) and its 
cholesterol content (453 mg.) accounted for nearly all of the 
cholesterol present in the original antigen (465 mg.). 

Tables II and III show that an alcoholic solution of Fraction B 
containing 5 mg. per cc. was as potent an antigen as the original 

> We are indebted to Miss Carola E. Richter of the Pennsylvania De- 
partment of Health Laboratories for our supplies of strongly positive 
syphilitic serum. 
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Ivahn antigen which contained 14.8 mg. per cc. of acetone-insol- 
uble material, indicating that a 3-fold concentration of the active 
principle was obtained bj’ the method here employed. 

Table I 

Amount of Precipitate and Its Various Fractions from BGO Cc. of Strongly 
Positive Syphilitic Scrum Treated with 77.6 Cc. of Kahn 
Standard Antigen 


i 

PredpiUte and frsctiona 

Total weight , 

1 

Wdght per cc. 
antigen 


■Bi 

gm» 

Origin.al ppt 



Protein content 


0.0009* 

Cholesterol (Fraction .\) ... 



Total phospholipid (Fraction B) 

mmm 

0.005 

Ether-insoluble substance (Fraction C) ... 
Absolute alcohol-insoluble subst.ance (Frac- 

0.034 


tion D) 

0.055 


AkoboI-soVuble substance (Fraction E)... 
-■tcetone-insolublc lipids in Kahn antigen 

0.2S1 

0.0148 


* Per cc. of serum. 


Table II 

Results of Antigenic Titrations by Kolmer Complement Fixation Technique 



* 4 hd-H — h, 3 = d — i — f-, 2 = d'd-, 1 = d-. 

t Made up to contain 0.005 gm. per cc. with the addition of sufficient 
cholesterol to give a 0.6 per cent solution. 


Of the three components of Fraction B, each being made up 
to contain 5 mg. per cc., the ether-insoluble portion. Fraction C, 
was without antigenic activity while both Fractions D and E 
were about equally potent and compared favorably with the 
ori^al antigen (Tables II, III). Nitrogen values of 2.9 to 3.1 
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per cent and phosphorus values of 3.1 to 3.4 per cent were obtained 
for Fraction C. It was strongly positive for diaminophosphntidc 
(17), while Fractions D and E were completely negative. Appar- 
ently diaminophosphatides are not antigenic. 

Fractions D and E gave similar phosphoiiis and nitrogen values 
varying from 3.8 to 4.1 per cent for phosphorus and from 0.9 to 
1.1 per cent for nitrogen. Fraction D was negative for choline, 
while Fraction E contained 7.5 to 8.0 per cent of cliolinc, an 
amount which accounted for all of the nitrogen found in Fraction 
E. The iodine number (Hanus) of Fraction E wa.s 81 ; the al- 


Table III 


Results of Aniicomplemenlanj Tilrahons by Kobyirr Complement 
Fixation Technique 



* , inhibition of hemolysis, 1 = slight inhibition, 2 = marked 

inhibition, 4 = complete inhibition. 

t Made up to contain 0.005 gm. per cc. with the addition of sufiicient 
caoleeterol to give a 0.6 per cent solution. 


cohol-insoluble portion, Fraction D, has thus far not been ob- 
tained in sufficient quantity for other data. 

Acid hydrolysis of Fraction E was incomplete, an unexpected 
finding since lecitWn is readily hydrolyzed by acid. Anderson 
{ 0) experienced similar difficulty with carbohydrate-containing 
hpids; however, our incomplete acid hydrolysates were negative 
for reducing sugars. 

For alkaline saponification 30 cc. of an alcoholic solution of 150 
mg. of Fraction E and 300 mg. of potassium hydroxide were 
refluxed for 4 hours. The mixture was concentrated to about 
^ ^ volumes of water, and extracted with three 

po tions of ether. The combined ether extracts, washed free 
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of alkali, were evaporated to dTj-ness; the residue was dried in 
vacuo and weighed as unsaponifiable. 

The aqueous alkaline solution together with the wash water was 
acidified and extracted three times with ether. After the ex- 
tract was washed free of acid, the ether was evaporated in vacuo. 
The mixed fatty acids were presented in the dark in vacuo. 

The aqueous acid solution and wash water were concentrated 
to a small volume and extracted with three 10 cc. portions of 
absolute alcohol. To the combined e.xtracts was added a satu- 
rated barium hydroxide solution to alkalinity (phenolphthalein), 
and after the solution had stood in the cold overnight, the grajdsh 
amorphous precipitate was removed by centrifuging. It was re- 
precipitated tvdce from water bj’- adding 2 volumes of absolute 
alcohol. The final product was a white amorphous powder 
completely soluble in water. It was dried and weighed as barium 
glycerophosphate. 

CjHi06PBa-2Hs0. Calculated. Ba 39.94, P 9.03 
Found. “ 39.78, " 8.78 

A tj-pical alkaline hydrolysis gave the following results: un- 
saponifiable 3.3 per cent; glycerophosphoric acid 17.4 per cent; 
mixed fatt}' acids 68.0 per cent, iodine munber 111; choline 
(from Ba(OH)j hydrolysis) 7.6 per cent. 

DISCUSSION 

The high antigenic actirity of Fractions D and E raises a point 
of interest. The method employed in their isolation from Frac- 
tion B was essentially the classical one for the isolation of cephalin 
and lecithin. Since both fractions are equally potent per unit 
weight and both are as antigenic as the original Kahn antigen, it 
is obvious that neither cephalin nor lecithin is directly responsible 
for the antigenic activity. The conclusion seems justified that 
both fractions carry, by adsorption or otherwise, the active anti- 
genic principle which is not identical with either. The close 
similarity of the nitrogen and phosphorus results in both frac- 
tions and the fact that the nitrogen values are only about 60 per 
cent of theory and that the chohne figures account for all of the 
nitrogen in the lecithin fraction support the assumption that 
both fractions are mixtures of a known phosphatide which is 
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antigenically inert and an unknown non-nitrogcnous, phosplionjs- 
containing substance. 

The phosphorus, fatty acid, and glyceropiiosphoric acid values 
are greatly in excess of the requirements for the presence of a GO 
per cent lecithin content of Fraction E and the cxcc.ss of each 
allows for the existence of an ester of glyccrophosphoric acid 
containing 2 molecules of fatty acid. As material becomes 
available, attempts will be made to determine the nature of this 
contaminant which appears in both the cephalin and lecithin 
fractions as well as its relationship to antigenic acti\'ity. 

The iodine number of the mixed fatty acids indicates the pres- 
ence of an acid of a greater degree of unsaturation than oleic. 
Because of lack of material the acids were not characterized; how- 
ever, the relationship of the degree of unsaturation of fatty acids 
to antigenic activity is uncertain. In none of the procedures for 
the preparation of tissue extracts for antigenic purposes is any 
effort made to prevent oxidation. Indeed, in some of the methods 
it is directed that excess of precipitant be removed from the 
acetone-insoluble lipids by fanning, and yet the subsequent alco- 
holic extracts are highly antigenic. 

SUMMARY 

1. By an analysis of the precipitate formed in the Kahn floc- 
culation reaction an attempt has been made to determine the ac- 
tive antigenic principle in alcoholic beef heart extracts. 

2. The precipitate consists of cholesterol, reagin protein, and 
mixed phosphatides. The latter were separated into an ether- 
insoluble, alcohol-soluble diaminophosphatide which is inactive 
and two other fractions both of which are equally potent per unit 
weight and compare well mth the original Kahn antigen. 

3. Although the two antigenically active fractions have the 
solubility characteristics of a cephalin and a lecithin respectively, 
yet t^ e^ analytical values indicate that they are mixtures, each 
con ammg a out 40 per cent of a non-nitrogenous, phosphorus- 
containing substance. The available evidence indicates that the 
antigenic activity cannot be a property of either lecithin or 

cephalin but is due to an unknown substance adsorbed in equal 
proportions by both. ^ 
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COMPARATIVE STUDIES OF THE METABOLISM 
OF THE AMINO ACIDS 

IX. GLYCINE PRECURSORS. AVAILABILITY OF N-ETHYL GLYCINE 
AND GLYCOLIC ACID FOR THE SYNTHESIS OF 
HIPPDRIC ACID BY THE RABBIT 

Bt LYTsX DeFORREST ABBOTT, Jn., and HOWARD B. LEWIS 

(From the Department of Biological Chemistry, Medical School, University 
of Michigan, Ann Arbor) 

(Received for publication, October 10, IQ40) 

In a previous study of the availabiJity of the X-methyl deriva- 
tives of glj'cine for the sjTithesis of hippuric acid it was found that 
the monomethjd derivative (sarcosine) greatly increased the rate 
of e.xcretion of hippuric acid when administered with benzoic 
acid, whereas the more complete^’’ methjdated derivatives, N,Is- 
dimethylglycine and betaine, did not (1). The utilization of 
sarcosine in the detoxication mechanism was interpreted as evi- 
dence of the biological conversion of sarcosine to gl 3 ’cine. Further 
evidence of the biological transformation of sarcosine to glycine 
has been obtained recentlj’’ in e.xperiments of widely different 
nature. Bloch and Schoenheimer (2) found that isotopic glycine 
was deposited in the tissue proteins of rats fed N'* sarcosine, and 
Borsook and Dubnoff (3) found that sarcosine could furnish 
glycine for the s 3 Tithesis of glycocj'amine by rat kidney slices. 
N-Meth 3 igl 3 ’’cine can thus be utilized in lieu of glj^cine, just as 
the N-monomethvi deriv'ativ'es of certain of the essential amino 
acids can replace the corresponding unsubstituted amino acid for 
purposes of growth. 

It thus becomes of interest to determine what effect blocking 
of the amino group with an alkyl group somewhat larger than 
methyl would have on the utilization of the amino acid. With 
one exception, growth studies with N-alkjd essential amino acids 
have been confined to the N-methjd derivatives (4, 5). Carter 
and Handler (6) have reported that the N-elkyl derivative of dl- 
phenylalanine could not replace the unsubstituted amino acid for 
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growth purposes, whereas the N-methyl derivative of Z-plicnylal- 
Line could. This would suggest that N-alkyl groups otiior tlinn 
methyl are not readily removed from the a-amino group of the 

amino acid. . 

The present experiments were undertaken to determine whet her 
N-ethylglycine could yield glycine in amounts which would be 
available for the synthesis of hippuric acid, as docs .sarco.sinc (1). 
It was found that the oral administration of N-cthylglycinc, in 
contrast to that of sarcosine, resulted in no marked increa.'^c in 
the rate of excretion of hippuric acid by rabbits given bencoatc. 

Experiments were also made with glycolic acid (the liydrox}’’ 
analogue of glycine) to see whether this compound might be a 
precursor of glycine and would thus be available for hippuric acid 
synthesis. The a-hydroxy analogues of many of the cs.scntial 
amino acids can replace the corresponding amino acids in a de- 
ficient diet and can support the growth of rats, thus indicating 
the conversion of the a-hydroxy analogue to the amino acid (4). 
Griffith and Lewis (7) included glycolic acid in the series of jiossiblc 
glycine precursors which they studied. Two e.vpcriments witli 
this compound gave negative results; no increase in the rate of 
excretion of total benzoic add was obtained when glycolic acid was 
given with benzoate to rabbits. Later, Griffith (8, 9), in pre- 
liminary reports, stated that the toxicity of benzoate fed to young 
rats was markedly decreased by glycolic acid, and (8) that "the 
addition of sodium glycollate to the toxic benzoate diet afforded 
practically the same protection as that furnished b}" gb'cine itself.” 
Although this statement suggests a possible conversion of glycolic 
acid to glycine, and has been considered as evidence of this (4), 
it must be remembered that the resumption of growth of benzoate- 
poisoned rats when fed glycolic acid, although suggestive, is not 
conclusive evidence of the conversion of glycolic acid to glycine, 
since an increase in glycine production is not shown directly. The 
possibility that the decrease in toxicity of benzoic acid might have 
been due to factors other than the conversion of glycolic acid to 
glycine is not excluded; e.g., it is conceivable that glycolic acid 
might be a precursor of glucuronic acid and might thus make 
available more of this detoxification agent for the conjugation of 
benzoic acid m the rat. No determinations of the benzoic acid 
derivatives in the urine of the rats were reported (8, 9). 
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It was thus of interest to studj' again the effect of glj'colic acid 
on the rate of excretion of hippurtc acid in the rabbit, hippuric 
acid being determined by the method of Griffith (10) which was 
developed after the earlier experiments of Griffith and Lewis (7). 

EXPERIMENTAI. 

N-Ethylglycine was prepared from glycine bj' the methods of 
Cocker (11) and of Cocker and Lapworth (12). Nitrogen analyses 
were close to theoretical, attesting the puritj' of the compound. 
The purity of the gb’colic acid (Eastman) was checked by titra- 
tion. The N-ethylgl}’cine was administered as such and the 
gb’colic acid was neutralized before feeding, as described sub- 
sequentb". 

The e-xperimcntal procedure and methods of analysis used in 
the previous stud}- of this series (1) were employed, and the ex- 
periments were carried out with the same animals. 

The rale of excretion is shown b 3 ' the percentage of the adminis- 
tered benzoic acid which is excreted in the first 6 hours. Values 
for the succeeding IS hour periods indicate only completeness of 
the recover^’ of the administered benzoic acid and are omitted 
from Tables I and II, smee we are concerned primarily with rate 
of e.xcretion as an index of aA'ailabilitj’ of glycine. No correction 
has been made for the small, constant amount of benzoic acid 
which is normallj'- eliminated in a 6 hour period bj' these rabbits. 
This normal excretion was relativelj^ constant, amounting to less 
than 100 mg. per daj*, and in the 6 hour period to onlj’ 18 mg. 
The difference resulting from appb’ing this correction to all the 
figures of Tables I and II would be negligible. Creatinine de- 
terminations were made to check completeness of urine collections. 
These values, as well as those for total nitrogen, are also omitted, 
as thej’ do not bear directly on this study. 

DISCUSSION 

Data from experiments ^•ith N-ethj’lgb’cine are presented in 
Table I. From the figures showing the percentage of adminis- 
tered benzoic acid excreted as hippuric acid in the 6 hour period, 
it can be seen that the administration of N-ethj’lgh'cine with 
benzoate resulted in no significant increase in the rate of hippuric 
acid e.xcretion, in contrast to the marked effect of sarcosine or 
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dycme. Thus when an ethyl group was substituted for the methyl 
group of sarcosine, either the conversion of Die compound to 
glycine did not occur or occurred so slowly that the glycine formed 
could not be detected by the method used in this study. 

Table I 

Excretion of Benzoic Acid, Total and As Hippuric Acid, in 6 Hour Period 
Immediately Folloioing Ingestion of Sodium Benzoate Alone and mith 
Glycine, Sarcosine, or N-Elhylghjcinc 
The benzoic acid, 0.66 gm. per kilo of body weight, was administered 


orally as the sodium salt. 


Kabbit 

No. 

Benzoic acid excreted fts 

Compound fed 

Bcnioic 

acid 

Riven 

Hippuric acid 

Total 



per cent 
tniote 

cm* 

per cent 
intake 


noUl 

pn. 

1 

1.114 

62.5 

1.284 

72.0 

Sarcosine 

3 

1.7S2* 


0.500 

21.3 

0.763 

32.5 


0 

2.313 


0.723 

30.8 

0.971 

41.4 

N-Ethylglycinc 

3 

2.343 


, 0.573 

24.4 

0.893 

38.0 


0 

2.343 


j 1.841 

78.5 

; 1.888 

80.4 

Glycine 

3 

1 2.343 

S 

1.300 

85.6 

1.348 

88.8 


3 

1.518* 


1.258tl 

74.6 

1.325 

78.6 

Sarcosine 

i 3 

1.683 


l.U6t 

66.2 

1.225 

72.7 

(t 

3 

1.6S3 


0.766t 

45.5 

0.912 

54.1 

1 

0 

1.6S3 


0.84St 

50.2 

1.041 

61.8 

N-Ethylglycine i 

3 

1.6S3 


0.742 

44.1 

0.887 

52.7 


0 

1.6S3 

i 

0.889 

57.2 

1.073 

69.1 


0 

1.551 


1.340 

86.3 

1.377 

88.7 

Glycine 

3 

1.551 


0.863 

55.6 

1.031 

66.5 


0 

1.551 


0.952 

61.3 

1.176 

75.7 

N-Ethylglycine 

3 

1.551 


1.246 

80.2 

1.307 

84.1 

Glycine 

3 

1.551 


With the exception of this experiment, which is included for compari- 
son, the values represent consecutive experiments, at least 5 days apart. 
Since the animals increased in weight, the absolute amount of benzoic acid 
fed was increased in the later experiments. 

t These values were checked by the determination of amino nitrogen 
after hydrolysis of the ether-extractable material, as described in the earlier 
paper (1). 

It thus appears that although the rabbit cau convert the mono- 
methylated glycine compound to glycine and can use it for de- 
toxification of benzoic acid, it cannot readily convert and use 
glycine which has had an ethyl group substituted for one of the 
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h 3 'drogons of the amino group. Bloch and Schoenheimer (2) have 
shown that sarcosine is transformed to gljTine bj’- direct de- 
methj-lation; i.c., that, during the biological conversion of sar- 
cosine to gh’cine, the nitrogen originalb' attached to the carbon 
chain is not replaced. The transformation of sarcosine to gh’^cine 
is a rapid one (1, 2). That conversion of N-ethjdgb'cine to glycine 
is not indicated b}* our experiments, and that conversion of N- 
ethylphcnylalanine to phenj'lalanine does not take place (6) would 
suggest that X-alk^d groups other than methj'l are not readib' 
removed from the amino acid molecule. Perhaps the presence of 
the larger group has made it impossible for some enzjTne sj'stem 
to react vath the substrate, or has so interfered with the reaction 
that the amount "deethj-lated” cannot be detected b 3 ' the e.x- 
perimental procedures. 

The results of e.xperiments with gb^olic acid are presented in 
Table II. The data are from consecutive e.xperiments, at least 
5 da 5 ’’s apart. It wilt be noted, that although results with Rabbit 
1 were indecisive, those with Rabbits 2 and 4 are highb- sugges- 
tive. In one experiment with Rabbit 2, the administration of 
gl 3 'colic acid was followed b 3 " an increased hippuric acid e.xcretion 
corresponding to 53.G per cent of the ingested benzoate, whereas, 
when this rabbit was given benzoate alone, the hippuric acid 
excreted was onb’ 39 per cent of the benzoate intake in the 6 hour 
period following administration. In repeated e.xperiments,^ this 
rabbit has failed to excrete more than about 40 per cent of the 
ingested benzoate as hippuric acid in the 6 hour inteiwal when no 
gb’cine was given. Although the increases in the rate of excretion 
found are much less than those noted with sarcosine, they are 
be 3 'ond the range of variations found when benzoate was given 
alone. It is apparent, therefore, that gb'colic acid cannot be 
converted to gb’cine to as great an e.xtent, or as rapidly', as sar- 
cosine. It w'as thought that perhaps administration of larger 
amounts would more readib' demonstrate the effectiveness of 
glycolic acid as a gb'cine precursor in this t 3 'pe of experiment. 
In one experiment with Rabbit 4, 6 moles of gb'colic acid were 
given per mole of benzoic acid. The e.xperiment, however, was 
unsatisfactor 3 ’-, as a severe diarrhea resulted. However, the rate 

* More extensive control values with this animal are given in the pre- 
vious paper (1). 
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of excretion of Iiippuric acid was increased from 41 io 51 per cent 
of the intake. Another experiment with Rabbit 4 gave an in- 
crease in the rate of excretion of hippuric acid from 40 to 54 per 

Tabix II 

Excretion of Benzoic Acid, Total and As Hippuric Acid, in G Hour Period 
Immediately Following Ingestion of Sodium Benzoate Alone and rrilk 
Glycine or Glycolic Acid 

The benzoic acid, 0.66 gm. per kilo of body wciglit, urns admimatored 
oraliy as tbe sodium salt. Unless otbcrwisc indicated, the glj colic acid 
was fed as tbe sodium salt. 


Rftbbit 

No. 

Benzoic acid excreted as 

Compound ted | 

Benzoic 

neid 

Riven 

Hippuric acid 

Total 1 


ffjyi. 

per cent 
intake 

cm. 

per cent 
■intafcc 

1 


pn. 

1 

1.522 

78.2 

1.589 

81.6 

Glycine 

3 

1.917* 


0.556 

27.2 

0.869 

42.5 

Glycolic acid 

3 

2.010 


0.588 

28.3 

0.945 

45.5 


0 

2.079 


0.705 

34.0 

0.985 

47.4 

Glycolic acid 

3 

2.079 

2 

1.SS8 

81.5 

1.658 

; 85.1 

I Glycine 

3 

1.917 


1.081 

53.6 : 

1.328 

67.0 

Glycolic acid 

1 3 

i 1.9S0 

1 

1 

0.793 

39.4 

1.069 ! 

53.2 

1 

1 

0 

2.013 

1 

i 

0.944 ] 

46.9 

1.2S8 

64.0 

Glycolic acid 

! 3 i 

2.013 

4 ' 

1.246 ! 

80.2 

1.307 

84.1 

Glycine 

i 

1.551 


0.720 1 

41.2 1 

0.913 1 

52.2 


0 : 

1.749 


0.895 

51.2 

1.405 ' 

80.4 

Glycolic acid 

6t 

1.749 


0.747 

40.4 

IMQ 

54.7 


0 

1.S4S 


0.999 

54.1 

1.295 

70.1 

Glycolic acid 

3 

1.S4S 


0.700 

35.4 

0.860 

43.4 


0 

1.980 


0.906 

45.8 

1.042 

52.7 

Glycolic acidt 

3 

1.9S0 


0.989 

50.0 

1.071 

54.1 

« /r 1 

3 

1.9S0 


0.770 

38.9 

0.800 

45.0 

Glucose 

1 

1.9S0 


0.660 

33.4 

0.823 

41.6 


0 

1.9S0 


Since tbe animals increased in weight, the absolute amount of benzoic 
acid fed increased as the experiments progressed. 

,, 1 S moles of glycolic acid was given the animal 3 hours before 

the feeding of the benzoate plus 3 moles of glycolic acid. Severe diarrhea 
resulted. 

• ^ gh'coViG acid neutralized with ammonia, as deseribed 

TTI Tn£» 4 -ax*-4- * 


cent of the intake after 3 moles of glycolic acid. In two experi- 
ments, 1 mole of ammonia was given with 3 moles of glycolic acid 
to see whether the effect of glycolic acid could be increased if the 
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ammoaia required for amination were also supplied. One-third 
of the glycolic acid was neutralized with anunonium hydroxide, 
the remainder with sodium hydroxide. The rate of e.xcretion 
obtained was no greater than when 3 moles of sodium glycolate 
were fed. However, increases in rate of excretion of hippuric acid 
were again obscr\'cd, 10 per cent of the intake of benzoate in one 
case and 15 per cent in the other. Although these effects were 
not as great as could be demonstrated with sarcosine, we feel that 
they arc significant. 

.tVIthough the addition of ammonia to the glycolic acid did not 
increase the effect of glycolic acid on the rate of excretion of hip- 
puric acid as measured by the excretion of hippuric acid in the 6 
hour period following benzoate administration, it was interesting 
to note that the total rccoverj' of hippuric acid in the 24 hour 
period following ingestion was much greater when ammom'a was 
given with the glycolic acid, the values during this period approxi- 
mating the values noted when glycine itself had been administered. 
Thus in the last four c.xperiments with Rabbit 4 (Table II), benzoic 
acid excreted as hippuric acid in the 24 hour period following in- 
gestion amounted to 93.G and 96.4 per cent of the administered 
benzoate when ammonium glj'colate was given, 85.3 per cent when 
glucose was fed with the benzoate, and 83.9 per cent when ben- 
zoate alone was given. These values may be compared with those 
obtained when glycine was given with benzoate (99.5 per cent) 
and when glycolic acid, without ammonia, was the e.xperimental 
compound (76.4 per cent). 

That the effect of glycolic acid was not due to an enrichment of 
the liver through possible formation of carbohydrate was shown 
by gi\’xng 1 mole of glucose (instead of 3 moles of glycolic acid) 
per mole of benzoate. No marked increase in the rate of excre- 
tion of hippuric acid was noted. 

In experiments of this tj'pe, a positive result is of much greater 
significance than a negative one. Of a number of compoimds 
that have been tested (1, 7) only glycine and sarcosine have been 
found to increase the rate of excretion of hippuric acid. The 
biological conversion of sarcosine to glycine has been confirmed 
(2, 3). For these reasons it is felt that the effect of glycolic acid 
in these experiments is probably due to its ability to serve as a 
source of glycine. 
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Milhorat and Toscani (13) have studied the effect of glycolic 
acid on the excretion of creatine in patients with progressive 
muscular dystrophy and found that the ingestion of glycolic acid 
was followed by a small increase in the output of creatine which 
was considerably less than (about one-third) that produced by 
equivalent amounts of glycine. Their results suggest the possi- 
bility that glycolic acid can be converted into glycine in the human 
subject. 

The present experiments, in conjunction with those of Milhorat 
and Toscani (13), Griffith (8, 9), and unpublished results of mite,= 
afford strongly suggestive evidence of the abilitj’’ of the animal 
organism to convert glycolic acid to glycine to a small extent. 

That there may be a species difference in the ability to convert 
glycolic acid to glycine is indicated in a recent note by Almquist 
and Mecchi (14). They found that glycolic acid could not be 
utilized by the chick in place of glycine, a compound essential for 
the growth of chicks. 


SUMMARY 

N-Ethylglycine, in contrast to N-methylglycine (sarcosine), 
caused no marked increase in rate of excretion of hippuric acid 
when administered with benzoate to rabbits. This is interpreted 
as evidence that “deethylation” to yield glycine has not occurred 
rcadil}^ as does demethylation of the corresponding N-methyl 
derivative. 

Glycolic acid, when administered with benzoic acid (3 moles per 
mole of benzoate), caused some increase in the rate of excretion 
of hippuric acid, an increase which was, however, distinctly less 
than that observed after administration of sarcosine or gl3mine. 
Tliis increase in rate of excretion of hippuric acid was interpreted 
as evidence of the ability of the rabbit to convert glycolic acid to 
glycine to a limited extent. 

^ Abraham tVhite of Yale University has stated privately to us that, 

The superimposition of glycine, sarcosine, or glycolic acid, in experi- 
mentally determined optimal quantities, on a benzoate-containing basal 
diet used to inhibit the growth of young rats, results in a prompt increase 
m growth rato_; the growth-promoting effect of glycolic acid is less striking 
tiian that of either glycine or sarcosine.” 
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A NOTE ON THE PURIFICATION OF LECITHIN 
Ih- MARY C. PAXGBORX 

(Fron thr Di't if inn of lyibornlnricf am! liesfarcfi, Xciv York Stale Department 

of Health, Albany) 

(Received for publicntion, October 9, 1940) 

Tlip purification of lecithin i*^ u«ually accomplished by precipi- 
tation with cadmium chloride and washing the cadmium salt 
with ether, according to the directions of Levene and Rolf (1). 
The method is somewhat tediou';, since more than one precipita- 
tion with cadmium is usually ncccssaia'. It seems worth while, 
therefore, to describe a modified procedure for purifying the cad- 
mium salt, which offers some advantages both in convenience 
and in the purity of the final product; the yields are comparable 
to those obtained by other methods. 

The cadmium salt of lecithin is not soluble in petroleum ether 
and only slightly soluble in SO per cent ethyl alcohol; it is, how- 
ever, quite readily soluble in SO per cent alcohol saturated with 
petroleum ether, and separates from the solution when the 
petroleum is removed. This makes pos.sible a new procedure of 
combined extraction and crj-stallization, as follows: The phos- 
phatides arc precipitated from alcoholic solution ■ndth cadmium 
chloride. The precipitate is washed with alcohol; then, either 
nith or without being first washed with ether, it is suspended in 
petroleum ether with from 150 to 200 ml. for each 10 gm. of phos- 
phatide. The mixture is repeatedlj' extracted with from one- 
fifth to one-fourth its volume of 80 per cent alcohol, petrolemn 
ether being added from time to time to keep the volume constant. 
Ten to twelve extractions may be necessarj', but, since the solvent 
layers separate readily with no tendencj’’ to emulsifj’', the whole 
process may be completed rapidl 3 '. The successive extracts may 
be tested bj’’ taking small samples and remo'ving the petroleum 
ether bj' aeration, when a white precipitate readily separates. 
As soon as this test gives only a scant, difficultl 3 ’' coagulable pre- 
cipitate, the extraction should be discontinued. 
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The alcoholic solution is next freed from petroleum ether 
in vactw at about 35° and allo%ved to stand overnight in the cold 
before the precipitate is collected. If further purification ap- 
pears necessar}’', it may be accomplished by talcing up the precipi- 
tate in petroleum ether and extracting with 80 per cent alcohol 
as before. The cadmium compound so purified gives a perfectly 
clear solution in chloroform) in contrast to material purified only 
by washing with ether, which is often contaminated with chloro- 
form-insoluble impurities. 

The results of some typical preparations are given belown It 
is apparent that satisfactory preparations of lecithin are easily 
obtained by this method, even when one starts with material 
badly contaminated by decomposition products, a point of some 
practical importance if commercial lecithin is to be used. In 
the experiments reported, preliminary washing with ether was 
used in order to compare the effectiveness of the two methods. 
It was found that cadmium salts repeatedly washed with ether 
retained appreciable amounts of etlier-soluble impurities that 
could be removed by the petroleum ether-alcohol method without 
the necessity of a second cadmium precipitation. On the other 
hand, by this method sphingomyelin and similar impurities are 
not removed, but must be separated by treatment with cold ether 
in the usual way; nor is plasmalogen removed (2). All lecithin 
preparations from beef heart gave strongly positive tests for 
plasmalogen by the technique of Feulgen, Imhauser, and Behrens 
(3), no matter what method of purification was used. 

EXPERIMENT A.n 

Lecithin from Beef Heart — An alcoholic extract of acetone-dried 
beef heart tissue was precipitated with cadmium chloride and the 
precipitate washed first with alcohol, then with ether, until the 
vaslungs were nearly colorless, and once more with alcohol to 
rcmovjj ether. It u^as then suspended in petroleum ether (b.p. 
30-60°), extracted thirteen times with 80 per cent alcohol, and the 
cadmium salt recovered from the extract as described above. 
The purified salt was dissolved in chloroform, and the cadmium 
was removed with methyl alcoholic ammonia (1). The chloro- 
form solution was shaken with 10 per cent sodium chloride, and 
1 N hydrochloric acid added cautiously until the aqueous phase 
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remained just acid to litmus after vigorous shaking. This step 
has been found eonveniont to insure the removal of e.xccss am- 
monia. The chloroform solution was washed by shaking with 
10 per cent sodium chloride to remove any c.xcess hydrochloric 
acid; when nece.--.''ary to break emul.sions alcohol was added and 
the solution centrifuged. The lecithin recovered by evaporation 
of the chloroform contained an ether-insoluble impuritj- and was 
therefore further purified by repeated chilling of the ether solution 
and centrifugation in the cold. The jncld of purified lecithin from 
10 kilos of fresh ti.^.'^uc was 10.9 gm. A 10 per cent .solution of 
this material in absolute alcohol was completely colorless. 

Anahj!is — X 1.01, P -{.OO, XHi-X 0.00, iodine number GS.S 

The material remaining in the petroleum other after the lecithin 
salt was c.xtractcd was also freed from eadmium and recovered. 
This substance, Fraction P, weighed 0.9 gm. and had N 1.G7, 
P 3.SG, and NH.-N 0.37. 

As a check on the completeness of the purification, a portion 
of the lecithin, 9.G gm., was rci)recipitated with cadmium chloride 
and the petroleum ether-alcohol separation carried through as 
before. Fraction P in this case weighed only 87 mg. The re- 
purified lecithin, G.G gm., had X 1.91, P 3.97, and XH;-X’ 0.00. 
It is apparent that a satisfactorr- degree of puritv had been at- 
tained by the first treatment. 

Commercial Lecithin from Eggs — A sample of Merck’s egg 
lecithin, 28 gm., was dissolved in absolute alcohol and freed from 
a little insoluble material. The dark bro\\'n alcohol solution 
was precipitated with cadmium chloride; the precipitate was 
washed first with alcohol, then seven times with ether, and, 
finall}', with alcohol. It was suspended in 400 ml. of petroleum 
ether and extracted eleven times with 75 ml. portions of 80 per 
cent alcohol. The material remaining in the petroleum layer was 
freed from cadmium; it weighed 1.9 gm. and gave a dark bro\^*n 
solution in alcohol. The analysis showed X 1.G4, P 2.97, XHr-X 
0.16, and iodine number 58.6. 

The 80 per cent alcohol e.xtract was freed from petroleiun 
ether, chilled, and the nearl 3 ^ white precipitate separated and 
once more purified by the petroleum ether-alcohol method. The 
second treatment removed 0.2 gm. of petroleum ether-soluble 
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material. The recovered lecithin was nearly colorless, completely 
soluble in cold ether or absolute alcohol; it had N 1.81, P 3.82, 
NHj-N 0.00, and iodine number 52.2; it weighed 6.6 gm. A 
second crop, 4 gm., ^Yas obtained by concentrating the SO per 
cent alcohol filtrate in vacuo to about one-fourth its volume and 
placing the solution in a refrigerator for 3 days. The precipitate 
that separated was freed from cadmium without further puri- 
fication. The recovered lecithin was pale 3 ’'ellow. It had N 
1.86, P 3.95, NHo-N 0.06, and iodine number 56.7. 

For the analyses reported in this paper the author is indebted 
to Mr. Leonard W. Hyman of this laboratoiy. 

SUMMARY 

An improved method for purifying the cadmium salt of lecitliin 
is described and some of its advantages and limitations are 
discussed. 
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THE SYNTHESIS OF RADIOACTIVE LACTIC ACID 

nv UICHARD D. CIIAMKR and G. B. KISTIAKOWSKY 

(Fron (he MnUincl-rodt Chemical laboratory, Harvard University, 
Cambridge) 

(Rcccivc<i for publication, October 9, 1940) 

The (li.-Tovcry of rndioacttvc carbon, C”, has made available 
a new tool for research in organic and physiological chemistiy 
but the short half life of the isotoi)c (only 20 minutes) places severe 
limitations on its application. In only a few instances has chem- 
ical use been made of this radioactive tracer (1). The following 
is an account of procedures which have been developed for the 
.synthesis of two radioactive lactic acids. In one lactic acid the 
radioactive carbon is in the carboxj'l position. In the other the 
radioactive carbon is divided between the carbon atoms a and jS to 
the carboxyl group. 

CHjCHOIIC'OOH CHiC'HOHCOOH and O‘H,CH0HC00H 
Radio-active lactic acid. Type I Radioactive lactic acid, Type II 

Synthesis of Radioactive Lactic Acid of Type I — This synthesis 
may be of general usefulness in work with radioactive carbon 
because it involves the preparation of radioactive potassium cyan- 
ide as an intermediate from wliich, bj' several standard methods, 
a variet}' of organic compounds may be obtained. 

Radioactive carbon is ordinarily obtained by the bombardment 
of boron or boron oxide with dcuterons. It is rather doubtful 
whether one could obtain elementary’ carbon from such bombard- 
ment and hence in the synthesis one should consider mainly boron 
carbide or the o.xides of carbon (2) as starting material. In an 
attempt to use the former, the reaction between carbon and am- 
monia (3) resulting in the formation of ammonium cyanide has 
been reinvestigated and found to occur rapidly and efficiently, 
but attempts to induce it on heating boron carbide wth ammonia 
failed. Even mixtures of a small quantity of free carbon -ndth 
boron carbide failed to react under conditions of temperature 

549 



550 


Synthesis of Radioactive Lactic Acid 

at which carbon alone was quantitatively converted into ammo- 
nium cyanide. N ext the reaction between carbon dioxide and am- 
monia was tried, but, contrary to patent claims (4), no reaction 
was found to take place in 10 minutes, either homogeneously or 
on porcelain or catalytic iron and platinum surfaces at tempera- 
tures up to 1000°. Addition of hydrogen did not alter the nega- 
tive results obtained in the previous experiments, but %yhen 
carbon dioxide was replaced by carbon monoxide, small yields 
(1 to 2 per cent calculated on carbon) of cyanide wmre obtained. 

According to Moissan (5) most of the carbon in the system 
carbon-magnesium-magnesium carbide is in the free form above 
874°. It was hoped that magnesium \vould reduce carbon dioxide 
to carbon which, in turn, could be made to react with ammonia. 
These experiments, however, failed also, magnesium carbide, 
oxide, and nitride being the products and no cyanide being de- 
tected. To reconcile these results with the work of Moissan and 
others, one must conclude that magnesium cyanide reacts rapidly 
with excess metallic magnesium, forming the compounds obsenmd. 

The reaction by which cyanide was finally synthesized in a very 
satisfactory manner has been described by Delbriick (6). 

4K + NHj + COj = 2KOH + KH -f KCN 

The reaction was carried out in a sealed tube, potassium being 
freshly distilled into the tube in a vacuum. With about 10“® mole 
of carbon dioxide it was found that better yields were obtained 
with about 1 gm. of potassium metal than with 0.5 or 0.25 gm., 
but further increase to 2 gm. did not improve the results signifi- 
cantly; excess of ammonia (2:1) slightly favored the yield cal- 
culated on carbon, as much as 50 to 60 per cent being convei’ted 
to cyanide in 10 minutes at 525°. Longer heating was definitely 
detrimental to the yields and lower temperature did not improve 
them cither, A similar reaction in which potassium was replaced 
by sodium was found to be less satisfactory. 

In the over-all procedure which rvas finally adopted, boron oxide 
was bombarded by deutevons in the Harvard cyclotron and the 
oxide was scraped from the copper target and placed in an iron 
boat on tlie bottom of which was spread in a thin layer sufficient 
calcium carbonate to give about IQ-^ mole of carbon dioxide. 
It IS necessary thus to dilute the radioactive carbon dioxide in 
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order to li.ivo suflicient inatprial to manipulate, since less than 
10“'* per rent of the lactic acid molecules S3’nthcsized contains 
a radioactive carbon atom. The boat was puslied into an elec- 
trically lieato<l furnace at about 600° and as the oxide melted it 
reacted vigorousl.v with the calcium carbonate. The escaping gas 
bubbles p.asscd through the molten m.ass and cfTcctivelj' removed 
the radioactive carbon oxides. The ga.«es, carried bj' a slow stream 
of nitrogen, pa.ssed through a l.aj-er of heated copper oxide and then 
into a liquid air-cooled trap in which carbon dioxide was con- 
densed. The trap w.as disengaged from the furnace and evacuated 
while still being chilled in liquid air. In this manner anj* nitrogen 
which had condensed in the trap was removed but the carbon 
dioxide remained. The carbon dioxide was then distilled from 
the trap into an attached tube in which pot.a.‘;sium and a measured 
amount of ammonia had been condensed beforehand. The tube 
was sealed off and placed in an electric furnace heated to 525° 
for 10 minutes, whereupon the formation of potassium cjmnide 
took place. After removal from the furnace and rapid cooling, 
the excess pota-csium was dcstroj'cd bj* a cautious addition of 
water. About 1 cc. of acctaldehj'dc was added to the solution of 
potas.sium ej’anide which had a volume of about 7 cc. and con- 
tained approximately' G X 10“^ mole of cyanide ion. The reaction 
of cyanide with acetaldehyde is almost quantitative under these 
conditions and is very rapid because of the free alkali in the solu- 
tion (7). An excess of acetaldehj'de is needed, in view of the re- 
versible nature of the reaction (8). 

The hydrol>'sis of nitriles to carboxylic acids is catalyzed bj' 
mineral acids, particular!}' hydrochloric acid. From previous 
work on the hydrolysis of various nitriles (9) it was evident that 
in order to complete the hydrolysis of a-hydroxypropionitrile 
rapidly extreme conditions were needed. The alkaline solution 
of the nitrile was neutralized by addition of concentrated hydro- 
chloric acid and then more was added so that the final acid con- 
centration of the solution was approximately 8 m. The tube was 
sealed off and heated at 100°. Under these conditions hydrolysis 
is complete within 5 minutes. 

Considerable difficulty was encountered in attempts to separate 
the lactic acid thus produced from the large excess of inorganic 
ions and from the polymerization products of the excess acetalde- 
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hyde. Extensive experimentation with heavy metal salts of lactic 
acid (10) revealed that the basic stannous salt was most favorable 
from the point of view of its solubility and stability to hydrolysis. 
However, it was found that, contrary to information in the litera- 
ture, this salt could not be precipitated from solutions to which 
acid was added and only part of the lactic acid could be recovered 
in the reaction of tin salts with sodium lactate. The optimum 
conditions were obtained when slightly less than 1 mole of alkali 
was added to a mixture of 1 mole of sodium lactate and 1 mole of 
a stannous salt, but even then the yields were quite unsatisfactory. 
The method was finally abandoned because of poor yields and the 
excessive time required to obtain pure acid from the precipitated 
tin salt. Several methods were tried next which were all based 
on different solubilities of various lactic acid salts in non-aqueous 
solvents but were also rejected as unsatisfactory. Extraction 
of lactic acid from its aqueous solution with organic solvents 
was also abandoned because of the time required to concentrate 
lactic acid and to free it from organic impurities. 

The procedure finally adopted consisted in neutralizing the acid 
hydrolysate solution with sodium hydroxide and evapoi’ating it 
to dryness by warming it on a steam bath under the vacuum of a 
water pump. The residue of dry salts was then made just acid 
to phenol red indicator by the addition of a solution of hydrogen 
chloride in diethyl ether and the lactic acid liberated was extracted 
from the inorganic salts with diethyl ether. Five 75 cc. portions of 
ether were used. The combined ether extracts were concentrated 
to .a total volume of 10 cc. and the lactic acid was extracted from 
the ether solution with several 5 cc. portions of water. The rvater 
extract contained around 50 mg. of lactic acid. 

The lactic acid was used in metabolism studies and for this pur- 
pose it was desirable to have a sample containing approximately 
150 mg. of lactic acid. This sample was prepared by adding 100 
mg. of ordinary lactic acid to the 50 mg, sample containing radio- 
active acid and diluting the whole to exactly 25 cc. Several 1 
cc. samples were withdrawn by pipette for the determination of the 
exact lactate content and for use as a standard in the measurement 
o la loactivity. The remainder of the solution was exactly 
neutralized to the phenol red end-point with sodium hydroxide 
and evaporated to about 2 ce. volume. The product contained 
varj'ing small amounts of sodium chloride. 
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Summed up, the synthesis was carried out through the following 
steps, 

C"0, + K + N'H, -♦ KC>>N 
KC»N + CHiCHO -* CHiCHOHCUN 

CHiCnonc'X + iijO -* ch,chohc"ooh 

and required from -15 to GO minutes. The subsequent purification 
and prcj)3ration for biological c-Kperiments required another 
45 to 00 minutes and at the end some 30 to 40 per cent of the 
original radioactive carbon was present in lactic acid, if allow- 
ance is made for the disintegration which occurred meanwhile. 

Synthesis of Radioaciivc Ixiclic Acid of Type II — This sjmthesis 
results in the formation of a product which is probably a nearly 
cquimolccular mi.vture of CHiC‘'HOHCOOH and 
COOH. It consists of the following steps, 

XasCOi + BaCI, — B.aCO. + 2XaCl 1 
XasC^Oj 4* BaClj BaC^'Oj 4* 2XaClj 
BaC>'Oi 4- BaCO, 4* — BaCC” + MsO. 

BaCC” 4- H,0 - HCfezC'H 
HG=C"H 4- HsO - CH,C»HO\ 

HC=:C"H 4- H:0 -* C‘‘H,CHO/ 

CH,C”HO 4- KCX — CH,C»HOHCN\ 

C‘'H,CnO 4- KCN — C»H,CHOHCN7 
CH,C"HOHCX 4- H,0 — CH.C-'HOHCOOHl 
C'HjCHOHCX 4- H,0 -» C“H,CH0HC00 h/ 

The radioactive oxides of carbon were prepared as described above. 
They were swept in a current of nitrogen through the heated 
copper oxide in the combustion tube into a trap which was chilled 
in liquid air. The trap contained 10 cc. of an approximately 
2 M frozen solution of sodium hydroxide. After the boron oxide 
had been fused for 15 minutes, the trap was disengaged from the 
combustion tube and evacuated to remove any condensed nitrogen. 
It was then warmed to room temperature, whereupon the sodium 
hydroxide solution melted and absorbed the carbon dioxide. 

The solution of sodium hydroxide and sodium carbonate was 
rinsed into 10 cc. of an approximately 1 m solution of barimu chlo- 
ride. The barium carbonate which precipitated was filtered off 
and washed wth water, alcohol, and ether. Maquenne (11) has 
investigated the reaction of barium carbonate, magnesium, and 
carbon in which barium carbide is formed as a source of acetylene. 
In order to avoid further dilution of the with ordinary carbon, 
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barium carbonate and magnesium were heated together in an 
atmosphere of hydrogen at around 700^ It was found that under 
these conditions 60 per cent or more of the carbon in barium car- 
bonate could be converted through barium carbide into acetylene. 

The barium carbonate which contained some radioactive carbon 
was mixed intimately with 1 gm. of magnesium filings and the 
mixture was placed in an iron boat. The boat was shoved into 
an iron tube which was heated to about 700° by an electric furnace 
and through which passed a slow current of hydrogen. After 
5 minutes the iron tube was removed from the furnace and was 
rapidly cooled in a spray of water. The boat was removed from 
the tube and placed in a test-tube. By the addition of water and 
gentle warming acetylene was formed from the barium carbide. 
This acetylene was carried in a current of nitrogen into a trap 
which was chilled in liquid air. The reaction of barium carbide 
with water appears to be less vigorous than that of calcium car- 
bide and about 10 minutes were required to drive off all the acety- 
lene. The trap containing acetylene was evacuated to remove 
any condensed nitrogen and the acetylene was distilled into a tube 
which contained 10 cc. of a catalyst solution for the hydrolysis of 
acetylene to acetaldehyde. 

The hydrolysis of acetylene has been subjected to considerable 
investigation. The catalyst solution described by Scharf (12) 
which may be prepared by dissolving 2 gm. of mercuric sulfate 
and 6 gra. of sulfuric acid in water and diluting to 100 cc. was 
found to be quite satisfactory. At 100° it will hydrate 75 per cent 
or more of a sample of acetylene to acetaldehyde within 5 minutes. 

Tlie tube containing acetylene and the mercuric sulfate-sulfuric 
acid solution was sealed off and heated to 100° for 5 minutes. 
The tube was opened and the contents were rinsed into a flask. 
The acetaldehyde was distilled in a current of air into 5 cc. of a 2 M 
solu«on of potassium cyanide. The solution of a-hydroxypro- 
pionitrile and potassium cyanide was transferred to a glass tube. 
Sufficient concentrated hydrochloric acid was added to make the 
resulting solution about 8 m with respect to hydrogen chloride 
and the tube was sealed and heated to 100° for 5 minutes. The 
lactic acid formed was purified and prepared for biological experi- 
ments m the manner that has been described in the synthesis of 
lactic acid of Type I. The synthesis of the acid required about 
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105 minutes and purification and preparation for biological ex- 
periments rcqtiircd -lo minutes more. At the end of the synthesis 
some -10 to 50 per cent of the original radioactive carbon was 
present in lactic acid, allowance being made for the disintegration 
which occurred meanwhile. 

It is a pleasant duty for the authors to thank Dr. James B. 
Conant for sugeesting this problem. Thanks are also due Dr. 
A. K. Solomon and the Harvard cj’clotron group who prepared 
the activated boron oxide targets. 
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METABOLISM OF LACTIC ACID CONTAINING RADIO- 
ACTIVE CARBOXYL CARBON 
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SOLOMOX, AN-D BIRGIT VEXXESLAXD* 

(From the MaUinckrodt Chemical Laboratory and the Research Laboratory of 
Physics, Ilarrard University, Cambridge, and the Department of 
Biological Chemistry, Harvard Medical School, Boston) 

(Received for publication, October 9, 1940) 

Althougli many Fteps concerned in the breakdown of carbohy- 
drate arc now quite well understood, the steps involved in the 
synthesis of glycogen from simple 3-carbon compounds are still 
obscure. The carbon of the glycogen formed following the ad- 
ministration of lactate to an animal may conceivably come from 
(a) the 3 carbon atoms of the administered lactate, {b) a 2-carbon 
residue left after decarboxylation of the lactate molecule (1), 
(c) other glycogen precursors already present or formed in the 
organism, (d) carbon dioxide produced by metabolic acth*ity. 
We have used radioactive carbon (C") in an attempt to provide 
further information on the source or sources of glycogen carbon. 

Since the half life of C" is short (20.6 minutes), experiments 
were necessarilj' performed which could be completed within 6 
to 7 houts. For this purpose, a rapid sj'nthesis of lactic acid, 
containing C” in the carboxyl position (Type I), was devised (2). 
Rats were then fed this material as sodium lactate; and, after a 
lapse of 2.5 hours, the liver glycogen was isolated and its content 
of radioactive carbon determined. 

If the newly formed glycogen contained radioactivity fn the same 
proporlion as it existed in the administered lactate, one might con- 
clude that the glycogen did indeed arise from the lactate admin- 
istered (source (a)). If the proportion of radioacti\'ity were sig- 
nificantly less, the alternative sources (5) and (c) must also be 

* Fellowship Crusade International Fellow, International Federation of 
University Women. 
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considered. The data to be subsequently presented indicate, in 
fact, that the carbon of the new liver glycogen does not have its 
origin solely in the 3 carbon atoms of the lactate molecules. 


EXPERIMENTAL 


The preparation of the lactate solutions required about 2 hours 
after the sample of C“ was removed from the cyclotron. The 
radioactivity of these lactate preparations could be subsequently 
followed with an accuracy of 1 per cent for 3.5 to 4.5 hours. Con- 
sequently, 2.5 hours were allowed for the biological process, leav- 
ing 1 to 2 hours for the isolation of glycogen and the measurement 
of its radioactivity. 

e first made a series of experunents with C'* lactate,^ following 
the technique of Cori and Cori (3), to determine how closely we 
could reproduce their results within our restricted time interval. 
Hooded and albino rats weighing between 100 and 185 gm. before 
fasting were employed. The weights of the animals at the time 
of the experiment were recorded. The livers were removed under 
amytal anesthesia and dropped promptly into 30 per cent KOH. 
The procedure of Good, Kramer, and Somogyi (4) was used for 
glycogen determinations, except that hydrolysis was carried out 
r ■ .u f f Sgested by Sjogren (5). Sugar was estimated 
by the method of Folin and Wu (6). Lactate determinations on 
e intestinal contents and on the urine were carried out by the 

mn G^aeser (7) after preparation of the 

matenal according to the procedure of Cori and Cori (3). 

mined -bacia/e—Liver glycogen was first deter- 

are aiven in S r ""- ^ 'These results 

Rlvco'-en tier inn^ average figure of 0.12 mg. of 

A e! !i ^ urine, 0.5 me 

A second series of fasted rats was fed Pis la^f f u + u 
tube In oo „r^ii • ^ lactate by stomach 

'-uui,. in tnese, as well as m the radioaftJvo • 

™co.ie lactate .as used, 

cxpcrimonts "■itrord^^reS'lMtate 'k differentiate 

tate, .hieh wiii be deSted C?Mr„,lr ““ 
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solved in 2 cc. of water. Table II shows that, based on the lac- 
tate administered as 100, one might conclude that 31 per cent had 


I 


Lit er Gli;cogen of Control Rats, Fasted S4 Hours 


Pjlt 1 

Livrr 

1 

Uftt wessht 

Liver 

Wrictit 

GlyK'rta* 

Wdsht 

Glycogen* 

fn. 


cerJ 

fn. 

Cn. 

per cen< 

00 

3.51 

0.02 

IGl 

5.49 

0.02 

102 

3.6G 

0.47 

mssM 

5.02 

0.52 

OS 

3.50 

0.00 


5.25 

0.14 

00 

3.35 

0.01 

ns 

4.40 

0.06 

so 

3.31 

0.02 

112 

4.91 

0.09 

119 

•1.2} 

0.04 

135 

4.89 

0.05 

117 

3.02 

0.03 

1.39 

5.05 

0.07 


Average 


0.12 


• Expressed ns mg. of glucose per 100 mg. of wet liver. 


Table II 

Ltvtr Glycogen of Fasted Hats, £.6 Hours after Feeding (7“ Lactate 


KbI 

vdebt 

I-artatc 

Liver 

Glycosea 

Ftd 

Absorbed 

Urine 



Formed* 

Per cent 
of lactate 
fed 

fn. 

ng. 

mm 

rjc. 

9m, 

per ceni 

mff. 


91 

150 

IB 

1.9 

3.92 

1.72 

63 

42 

93 

150 


2.0 

3.67 

2.03 

70 

47 

100 

150 


4.6 

3.57 

1.00 

31 

21 

97 

150 



3.59 

0.94 

29 

19 

134 

161 

159 


5.14 

0.76 ' 

33 

20 

117 


103 


4.43 

0.97 

38 

35 

148 


141 * 


5.18 

0.79. 

35 

18 

125 

200 

143 


4.06 

0.32. 

8 

4 

132 

200 

159 


5.12 

1.47 

69 

35 

126 

200 

169 


5.36 

1.95 

98 

49 

131 

96 

77 


5.41 

1.06 

51 

53 

Average 

1.18 


31 


* Corrected for amount found in livers of fasted controls (0.12 per cent). 

appeared as glycogen. The average glycogen content, 1.18 
per cent, is well above 0.12 found for the fasted controls. These 
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results are consistent with those of Cori and Cori (3), and show that 
feeding racemic lactate to our rats produces within 2.5 hours 
sufBcientiy large increases in liver glycogen to justify the study of 
the presence or absence of radioactivity (Table 11). 

Experiments with Radioactive Laciuie—A similar series of ex- 
periments was then made with C“ lactate (CHsCHOHC^OONa). 
The glycogen was quantitatively isolated for the determination 
of its amount and of its radioactivity, and the amount of un- 
absorbed lactate was determined chemically. In addition, the 
CO 2 expired during the 2.5 hour period was collected to determine 
the amount of excreted by this path. The procedure used 
will be briefly described. 

After the rat had been fed, it was placed in a glass jar furnished 
with inlet and outlet tubes. An air current was drawn briskly 
frorn the jar through a sintered glass plate into a column of dilute 
1 ir absorbed the CO 2 . This solution was changed each 

n precipitated as BaCOs with 

■BafWUsla, ffltered by suction, washed with water, and dried with 
alcohol and ether before measurement of its weight and radio- 

Q /Jrlvr* 


a/nnSw”'’'?'' was isolated as rapidly 

1 /f “ alkaline hydrolysate was taken 

with atr precipitated 

aatL from ■'"P^ities were removed by centrifu- 

S carriiL m precipitation 

was earned out at a shghtly acid pH (approximately pH 4) to pre- 

oil wmheTS anl ''’as filtered 

ablc so that the net' ■* ®“““8h time was avail- 

prcciiL«oi ““ “"W fie redetermined after another 

tlic C- content of t™K?pmtiif Tot 

activity, the urine ,„L „ f ? A” ‘^^‘“““ation of its radio- 
The amount of lactate fed wa^^hT^ evaporated to dryness, 
aliquot and corrected for loss in tranTra' chemically on an 

oountcrit\st“tr.iiifureitTr^^^ Oeiger-Mtiller 

The counts were recorded bv a P Positrons from C“. 

to a scale of 16 circuit f81 counter connected 

circuit (8). Since the positrons given off by C” 
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produce nnniiiilatiou -|-rays, (ho counter and sample were shielded 
in- an inch of lead. The half life of C“ dcfomiined in these ex- 
periments is 20.63 i 0.03 minutes. 

Glycogen and an aliquot of the lactate solution were counted 
directly, the fin^t a-^ a precipitate, and the second after evapora- 
tion to dryness. Since the lactate sami)lcs,as well as the samples 
of glycogen, weighed but a few mg., no correction was required for 
self-absorjition of the radiation. However, the carbonate samples 
usu.ally weighed about GOO mg. and self-absorption corrections 
were neces,-;ary. Extrapolation of the absorption curve of carbon- 
ate samples to zero carbonate weight gave a figure of 0.69 for the 
ratio of the activity of a sample weighing GOO mg. to the activitj- 
of a sample weighing 0 mg., in good agreement with direct con- 
version figures obtained by oxidation of radioactive lactic acid 
and dilution of the resulting CO- with inactive carbonate. Con- 
sequently, this figure was adopted in the calculations of the radio- 
activity of the expired CO-. Due to the short half life of C", 
corrections were also made for decay of the samples during the 
counting. 

^^^lencvcr time was available, 4S00 counts were taken for each 
sample, giving a probable statistical error of 1 per cent. In some 
cases, including the glycogen counts, time was not available for 
such a long count, and estimates of the probable statistical error 
in the glycogen count arc included in the tabulated results. 
Statistical error was usually less than random errors. Estimates 
of these random errors from figures obtained in the carbonate 
calibration experiments give a value of approximatelj- 5 per cent 
for the average probable error. 

Results \cilh Radioactive Lactate — ^The results obtained with 
radioactive lactic acid arc given in Tables III and IV. In three 
early experiments in which no chemical determinations were made, 
the amount of precipitated glycogen was alwaj's high. It may 
reasonabl 3 ' be assumed that the lactate absorbed and glj^cogen 
formed were comparable to those of the later experiments. Col- 
umn 8 of Table III gives the glycogen formed as per cent of the 
lactate fed, and Column 9 gives the radioactivit}’’ as per cent of 
the radioactivitj’’ fed. In Column 11, the ratios of these two values 
are listed. Clearly, the results of these ten experiments show that 



Table III 

Badioaclivity of Liver Glycogen SJ Hours after Feeding Laolaic 




Lactate 

liver 

Glycogen 









Radioactivity 

c 

O 

S 

Eiperi- 

Rat 



















r— 

ment 

No. 

weight 


"2 

•2 

.d 

d 

a 

8 

» 

O 

g 

Ss 

a 

For 
cent of 
amount 

Error 

6 

Q 

o 

0 



t 

a 

'< 

1 

>» 

5 

u d 

PU 

fed 


c 

(1) 

(2) 

(3) 

{i) 

(3) 

(6) 

(7) 

(8) 

(9) 

(10) 

01) 


gm. 

mg. 

mg. 

gm. 

per cent 

mg. 



per cent 



1 

115 

44 






1.7 

3 



2 

115 

30 






<1.0 

43 



3t 

136 

130 






0.7 

19 



4 

108 

150 


4.30 

1.72 

69 

46 

2.1 

5 

0.05 

5 

100 

50 

50 

3.60 

0.77 

23 

46 

2.4 

18 

0.05 

6 

111 

109 

104 

4.63 

1.88 

81 

74 

1.8 

21 

0.02 

7 

122 

214 

81 

4.44 

1.09 

43 

20 

1.3 

13 

0.06 

8 

140 

196 

117 

5.24 

0.46 

18 

9 

3.1 

3 

0.34 

9 

140 

250 

171 

5.33 

0.67 

29 

12 

1.4 

5 

0.12 

10 

121 

162 

126 

4.65 

0.72 

28 

17 

0.7 

3 

0.04 

Average 

32 

1.6 


0.10 


* Corrected for amount found in livers of fasted controls (0.12 per cent). 
1 2 hour experiment. 


Table IV 


Excretion of in Urine and Expired COi 


Experiment No. 

Radioactivity in expired COj 

Eadioac- 

ti^dty in 
urine, per 
cent of 
amount 
fed 


Per cent of amount fed 


Total per 

Total per 
cent of 
amount 
abaorbed 

0.5 

hr. 

1.0 

hr. 

IQB 

2.0 

hrs. 

2.6 

hra. 

amount 

fed 

1 

2.3 

7.7 

9.0 

11.2 

9.3 

39.5 



2 ' 

1.2 

4.6 

6.8 

5.2 

4.2 

22.0 


3.5 

3* 

1.0 

4.9 

8.1 

4.2 


18.2 


1.4 

4 

2.0 

7.5 

11.6 

10.4 

1 11.5 

43.0 


1.6 

5 

1.3 

3.0 

4.1 ! 

4.5 

3.0 

15.9 

15.9 


6 

0.6 

1.2 

4.1 

3.9 


>9.8 i 

>10.3 


7 

0.7 

IH 

2.3 

4.5 

3.2 

12.4 

32.8 


8 

0.6 


3.0 

3.5 

4.5 

13.5 

22.6 


9 

0.7 

m 

4.2 

2.6 

>1.2 

>10.4 

>15.2 


10 

0.4 

1.2 

3.3 

3.6 

>2.5 

>11.0 

>14.1 


Average 

1.1 

3.5 

5.6 

5.4 

4.9 

20 




* 2 hour experiment. 
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the carbon of Ibo liver jilycopcn could not have originated entirely 
from the 3 carbon atom? of the lactate fed, because, in such a case, 
the ratio? in Column 1 1 ^vould have been unity. *-ythough there 
is considerable variation, the ratio never approaches this value. 

T.able IV gives the percentage of radioactivity excreted in the 
urine and in the exiurcd CO;. Since the urine figures were so low, 
determinations were only made in a few runs. It is possible to 
account for .‘•ome radioactivity by the prc-^encc of unchanged 
lactate in the body fluids; but this, according to Cori’s data, should 
not exceed 15 mg. Furthennorc, in runs in which the lactate fed 
amounted to only 50 mg., such a figure is certainly far too high. 
Consequently, we feel justified in assigning a generous maximum 
of 20 per cent for unchanged lactate present. Even when the 
radioactivity of this amount of lactate is added, it is clear that a 
large proportion of the radioactivity in each experiment is not 
accounted for. 


DISCUSSION 

The question m.ay arise as to whether the radioactivity of the 
carbon, fed the rat, could cause any change in its metabolism. 
The animals showed no outward symptoms which could be at- 
tributed to the administration of a radioactive compound. Fur- 
thermore, the amount of glycogen formed in our radioactive ex- 
periments is in good agreement with the amount formed by rats 
fed ordinarj’- C'- lactate. The total integral dose of radioactmty 
given the rat never exceeded 65 microcurie hours, which is not 
regarded as cxce.=sivo. 

Expired CO 2 — The promptness with which radioactivity is found 
in the expired CO; indicates that the lactate was readily absorbed 
and, to some extent, metabolized within the first half hour after 
the administration of the lactate. The rate of excretion of radio- 
active CO; increased during the second and third half hour periods 
to an average of about 5 per cent of the administered radioactivity 
per half hour period. Radioactivity was still appearing in the 
expired CO- at approximately this rate when the animals were 
.sacrificed at the end of 2.5 hours. However, considerable varia- 
tion was found among the experiments, some animals showing 
maximum C^'O; excretion rates during the third half hour, others 



564 


Metabolism of Lactic Acid 


during the fourth half hour. This is probably to be attributed 
to the different rates at which the lactate was absorbed in different 
animals. 


The total CO 2 expired during the 2.5 hour period amounted on 
the average to 12.5 mw. (This compares favorably with the value 
12.7 mM calculated from Donaldson’s figures (9) for the CO 2 
excretion of the rat.) It is of interest to estimate what propor- 
tion of this COz could have arisen from the lactate fed. Since 
approximately 20 per cent of the administered radioactivity ap- 
peared in the expired CO 2 , and since the lactate administered 
amounted to approximately 1.5 mM, the expired CO 2 represented 
the metabolism of 0.3 mM of lactate. The maximum and mini- 


mum amounts of CO 2 obtainable from 1 miu of lactate would be 
3 mM and 1 mM respectively. The amount of e.xpired CO 2 arising 
from the lactate administered would, therefore, have the maximum 
value of 0.9 mM, or the minimum value of 0.3 mM. In either case, 
It would represent but a small fraction of the total CO 2 expired 
during the experimental period. 

Interpretation of Glycogen Results— It is not possible with the 
data at hand to state definitely the sources of the carbon of the 
iver g ycogen. However, as a guide to further inrmstigation, we 

glycogen carbon 

have been eliminated and what ones have not. 

1 6 radioactivity found in the glycogen was only 

Elvcoaen km administered radioactivity; whereas, the total 

fenSZ Tn r f data alone, to 

plLTeS of J the administered lactate. If the incom- 

f(+)-lactate would^Jp^H absorbed 

(3) taken into 

eiycosen woufd amounf to ^feent 

nate the imbroVpn v. seems to elimi- 

ae the principal sourcetuhe giycog™ '‘one p" 'tTT 7'““'® 
mund, however is thnf to be borne in 

among the lactate, pyruvatr 0^^! interrelation 

already or potentially present in the organ^^^^ "Ss'tf 

tration of absorbed radioactive lactate i 

by dilution in this “familv” nf ? ® he reduced 

The possible interchange of muscle^anTlD'^^T'''® 

6 oi muscle and liver glycogen must also 
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bo considered. How .cipnific.nnt .siieh interchange and dilution 
factor.' are in the i)re,‘-'ent experiments cannot now be evaluated. 

2. On the other hand, docs the appearance of a .^mall but defi- 
nite amount of radioactive C’‘ ncce.'saril}" mean that some of the 
glycogen did come from t he original 3-earbon chain of the absorbed 
/(-f)-lac(ate? Even this is not nece.^sarih- the case. Prcliminarj' 
experiments, to he reported in detail later, have shown that when 
non-radioactive dZ-lactatc is administered to a rat together with 
radioactive CO; in the form of XaHC'Oj, about 1 per cent of the 
administered radioactivity is to be found in the liver glycogen. 
Ruben and Kamcn and their coworkers (10) have already demon- 
strated that a number of biological sj'stcms arc capable of reducing 
C'’0:. In view of these observations, it is possible that the pres- 
ence of radioactivity in the glycogen indicates that its synthesis 
involves reactions in which the cnzjTnatic addition and subsequent 
reduction of CO: play a prominent role. 

The authors wi.«h to cxpre.^s their appreciation for the generous 
cooperation of the Harward cyclotron group. 

SUM.M.\RV 

1. Rats have been fed solutions of lactate whose carboxyl carbon 
is radioactive, and the radioactivitj’ of the expired CO: and liver 
glycogen measured. 

2. The CO: expired during 2.5 hours follondng the feeding of the 
lactate accounts for about 20 per cent of the administered radio- 
activity. 

3. Although the amount of liver glycogen formed, in terms of 
the lactate fed, would appear to account for 32 per cent of the 
lactate, the radioactivity of the glycogen accounts for only 1.6 
per cent of the administered radioactivity, 

-1. In the light of these results, the sources of the carbon of liver 
glycogen are reexamined. 
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POLARO GRAPHIC DETERMINATION OF RIBOFLAVIN 
(VITAMIN B:) AND OTHER VITAMIN B FACTORS 

By JAMCS J. LIN'GAXE and ORRIS L. DAVIS 

(Fron the Dcparlmrni of Chemistry, University of California, Berkeley) 

(Received for puiilieation, October 1, 1940) 

Colorimetric, nuoromctric, nnd microbiological methods have 
been used for the determination of riboflavin. With the exception 
of an early .•study of nicotinic acid by Shikata and Tachi (7), no 
studies have been published concerning the polarographic behavior 
of riboflavin or any of the other vitamin B factors. Consideration 
of the stnicturcs of the various \'itamin B complexes that have 
been isolated (thiamine, riboflavin, pj-ridoxine, nicotinic acid, and 
pantothenic acid) led us to believe that they should be reducible 
at the dropping mercuty* electrode, and hence amenable to polaro- 
graphic determination. This expectation has been confirmed, and 
results obtained so far indicate that the polarographic method 
may prove to be of considerable value for the determination of the 
vitamin B factors. 

Since this method promises to be particularly valuable for the 
determination of riboflavin in the presence of the other members 
of this group, we present at this time some preliminary results 
concerning the polarographic behavior of the various pure \’ita- 
min B complexes. Our studies have not yet been extended to the 
determination of these factors in natural products, although we 
do have evidence that the determination of ribofla\rin in such sub- 
stances by the polarographic technique is entirely feasible. 

The usual polarographic technique has been employed (4). The 
polarographic waves of the pure vitamins, in concentrations from 
about 5 X 10“' up to 0.001 si, were recorded automatically with 
a Heyrovsky-Shikata type polarograph (2, 4). In general, well 
buffered solutions were employed, although for special reasons 
some experiments were made in unbuffered solutions. 

Riboflavin— We have found that riboflavin gives good polaro- 

667 
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graphic waves in practically any buffered or unbuffered solution, 
over a range of pH values from 4 to 9. However, the vitamin 
decomposes in alkaline solutions, and the optimum pH for its 
determination is in the neighborhood of 7. 



riboflavin in a 0.1 u phosphate buffer otp^T^ ' 

. tl„ correspond, ng large galvanometer eensitivitj 
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the slope of the “residual current” (-1) preceding the vaves is 
quite pronounced. However, the diffusion current, ij, is easily 
measurahle hy the method indicated. 

In general, the tnie diffusion current of a substance is equal 
to the difference between the tolal current and the residual current 
of the supporting electrolyte alone (-1, 5). The residual current 
can be determined in a separate experiment without any of the 
reducible substance present. However, when the residual current 
is practically a linear function of EA.r., as it is in the present case, 
the extra]X)lation method of mc.asuring u shown in Fig. 1 is quite 


T.^nt.r. I 

I.ineriT Relation h'l:rcfn Concentration of Rihofiarinand Its Diffusion Current 
in Tetrametl.ylamrionium Phosphate Buffer of pFI 7.2 


RibeCavin concentration 

u 

iilC 


nJ/ pf* t. 

. 

rtimcnpcre 

mtb'ocnprrri p>n- nv 
perl. 

2 

0 0053 

0 023 

(4.3) 

•1 

0.0100 

o.oto 

3.S 

5 

0.0133 

0.053 

4.0 

10 

0.02GG 

0.102 

3.84 

20 


0 203 

3.82 

30 

0.079S 

0.300 

3.76 

^0 

O.IOG 

0 403 

3.78 

50 

0.133 

0 514 

3.86 

Avemge of List 7.. 

3.84 ± 0.05 


satisfactory". The various factors which govern polarographic 
diffusion currents have been discussed in detail by Ilkovic (3), 
and KolthofT and Linganc (4, 5). 

The diffusion current obtained with a given capillary, and with 
all other conditions constant, is directlj" proportional to the con- 
centration of the reducible substance (3-5). e have tested this 
relation in the case of riboflavin, and obtained the results shown 
in Table I. These data show that id is directly proportional to 
the concentration of riboflavin, even do\TO to a concentration as 
small as 5 X lO"® si (2 p.p.m.). The diffusion current, and hence 
the concentration of riboflavin, is measurable with a precision 
of about ±3 per cent over the concentration range from 10 ® 
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to 10“^ M (4 to 50 p.p.m.). The minimum determinable con- 
centration is about 5 X 10~® m (2 p.p.m.), but somewhat smaller 
concentrations can be detected. 

The diffusion current constant of riboflavin {ia/C) depends 
somewhat on the pH and type of buffer that is used, and hence 
calibration data for a given capillary must be obtained under the 
same conditions that prevail in an actual determination. 

In general, when hydrogen or hydroxyl ions are involved in an 
electrode reaction, the half wave potential will depend on the pH 
of the buffer used as supporting electrolyte (1, 4, 6). The half 
wave potentials of the various vitamin B complexes in buffered 


Table II 

Halj Wave Poleniials of Vitamin B Factors in Various Media 
The values given are the half wave potentials, in volts, referred to the 
saturated calomel electrode at 25°, in 0.1 m buffers of various pH; biphtha- 
late buffer for pH 5.8, phosphate buffer for pH 7.2, and borate buffer for 
pH 9. 


Substance 

pH 6,8 

pH 7.2 

pH G.O 

i 

0.1 n KCl 

Riboflavin 

Thiamine 

Nicotinic acid 

Pyridoxinc 

Pantothenic acid. ... 

“0.41 

♦ 

* 

* 

1 

* 

-0.47 

-1.3 

-1.56 

* 

-0.54 

t 

-1.6 

-0.35 

-1.25 

-1.7 

-1.8, -2.0t, § 
-2.0t 


>Y«.vt5 inteneres, 
t Vitamin unstable. 

t ^ 0.1 M tetramethylammonium bromide. 

§ Double wave (see Fig. 3). 

tetramX'lf *’ V"'* potassium chloride and 

SurStr'’"”” ™ *0'™ ” Table 11. 

valuo wiaL^S 

hen a reaction of the type e 4- ?? 11 + — »■ ptr + i i 
revcrVihlv s,t a • ^ ^ H+ ?+ ieH„ takes place 

retcrsib y at the dropping electrode, it can be shown tbnt F. 

should shift by 0.059 volt to a more negative vnfn! . . ^ 

T“dS:rrs 

sliitt, especially at higher pH“value7'’Thr 

P es. This may be due either to 
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the fact that the reduction of riboflavin is not perfectly reversible, 
or that its reduction product exists partly in the ionic state at a 
pH greater than 7. The interpretation of these data is further 
complicated by the fact that riboflavin decomposes slowly in 
alkaline solutions. 

It will be noted that riboflavin is the most easily reducible of 
the vitamin B complc.\c.s, and hence its determination in the 
prc.^cncc of the other B factors should present no particular diffi- 
culty as far as interference from the other members of the group 
is concerned. 

Prcliminarj' experiments have shown that the riboflavin content 
of dilute hydrochloric acid extracts of j'cast can be determined bj’ 
the polarographic technique, after the pH of the extract is adjusted 
to about 7 with sodium hydroxade. 

Thiamine — ^Thiamine is reducible at the dropping electrode, but 
its polarographic determination is complicated bj' several factors. 
In a phosphate buffer of pll 7 a wave is obtained, with a half 
wave potential of —1.3 volts versus the saturated calomel reference 
electrode, but the diffusion current is not ver^' well defined and 
is partly masked by the evolution of hydrogen from the buffer 
acid. Attempts were made to shift the half wave potential to a 
more positive value by using a buffer of lower pH. However, 
when the pH is decreased, the hj’drogen wave shifts in the positive 
direction more rapidly than that of the thiamine, and in buffers 
of pH less than 7 the discharge of hydrogen from the buffer acid 
coincides with, or precedes, the reduction of thiamine and hence 
no wave for the latter can be obserwd. In buffers of pH greater 
than 7 thiamine produces a double wave, but the character of the 
wave changes with time, apparently because of the instability of 
thiamine in alkaline solutions. In 0.1 n sodium hydroxide no 
wave was obtained. 

In unbuffered potassium chloride solutions a fairly good wave 
was obtained, with a half wave potential of —1.25 volts versus 
the saturated calomel reference electrode. 

Nicolinic Add — A well defined and easily measurable wave was 
obtained with nicotinic acid in a tetramethylammonimn borate 
buffer of pH 9. The half wave potential was -1.6 volts versus 
the saturated calomel reference electrode. 

In buffers of pH less than 7 the discharge of hydrogen masks the 
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wave of nicotinic acid. A fairly well defined wave was obtained 
in unbuffered solutions of potassium chloride, after the nicotinic 
acid was neutralized with sodium hydroxide. Buffered solutions 
of pH between 8 and 9 are most suitable for the determination 
of nicotinic acid. 



^d.e. VS. S.C.E. Volts. 


1), •} X 10-^ M (Wave2)'M^ (Wave 

.n unbuffered 0.1 n potassium chloridl^ 


-es in O.X k 

neigbborl)ood of - 1 .Q volts 

electrode. However the bolf saturated calomel reference 
to a more posiZrm'J '-itt in 7“ 

acid, indicating that the red aoncentration of nicotinic 

atmg that the reduebon ,s irreversible. Shikata and 
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sirable, is necessary in this particular case. In buffered solutions 
of pH 7, or lower, the hydrogen wave interferes with the waves of 
thiamine and nicotinic acid, and at a pH greater than 7 the 
thiamine is unstable. 

Pantothenic Acid and Pijudoxinc—These. substances were found 
to be quite difficult to reduce, although fairly satisfactory waves 
were obtained by using tetramethylammonium bromide as the 
suppoi'ting electrolyte, as shown in Fig. 3. It was necessary to 
neutralize the pantothenic acid, and the pyridoxine hydrochloride, 
with tetramethylammonium hydroxide in order to prevent the 
appearance of an interfering hydrogen wave. 

It will be noted that the pyridoxine produces a double wave, 
corresponding to reduction in two 2 electron steps. These waves 
are being investigated further. 

We express our appreciation to Mr. T. D. Sanford of the Re- 
search and Biological Laboratories, F. E. Booth and Company, 
Inc., for furnishing us with samples of the pure vitamin B factors. 


SUMMARY 

The polarographic behavior of riboflavin, thiamine, nicotinic 
acid, pantothenic acid, and pyridoxine was investigated. All of 
these vitamin B complexes are reducible at the dropping mercury 
electrode, riboflavin being the most easily reducible of the'group. 

The diffusion current of riboflavin, in a phosphate buffer of 
pH 7.2, was found to be directly proportional to its concentration 
over the range from 5 X lO"® to 10“^ M (2 to 50 p.p.m.). Ribo- 
flavin can be determined in the pi'esence of the other vitamin B 
factors, and its polarographic determination in natural products 
{c.g., yeast) appears to be a practical possibility. 


BIBLIOGRAPHY 

1. Heyrovsky, J., and likovic, D., Collect. Czechoslov. Chein. Communicai., 
7, 19S (1935). 

Hejrovsky, J., and Shikata, M., Bee. trav. chim. Pays-Bas, 44, 496 
(1925). 

3. llkovic, D., Colled. Czechoslov. Chem. Communicat., 6, 498 (1934); J. 

^ chiin. phijsiq., 36, 129 (1938). 

4. Ivolthoff, I. M., and Lingane, J. J., Chem. Rev., 24, 1 (1939). 

5. Lmgane, J. J., and IColthoff, I. M., J. Am. Chem. Soc., 61, 825 (1939). 

0. Muller, 0. H., C/iem. Rev., 24, 95 (1939). 

7. Sbikat^M., and Tachi, I., Mem. Coll. Agric., Kyoto Imp. Univ., 4, 35 
V.1 J-7). 



ISOLATION AND PROPERTIES OF A PURE YEAST 
POLYPEPTIDASE* 

Bt MARVIX J. JOIIXSOX 

{From the Dcpartmcnia of Biochemistry and Agricultural Bacteriology, 
College of Agriculture, Unhersity of Wisconsin, Madison) 

(Received for publication, August 21, 1910) 

A yeast polypeptidase has been described by Grassmann and 
his collaborators (2, 3), who have obtained a highly active prep- 
aration of the enzyme (-1). In the present investigation a yeast 
polypeptidase, not identical with the enzyme described by Grass- 
mann, was isolated as an apparently homogeneous, highly active 
protein. 

Analytical Methods 

Enzyme Adivily — The activity of all enzyme preparations was 
determined by measurement of leucyldiglycine hydrolysis. The 
stock substrate solution contained df-leucyldiglycino (0.1 m), 
NajHPOt (0.05 .\i), NaCl (0.15 m), and ZnCb. (0.00015 m). To 1 
cc. of this solution was added 0.5 cc. of suitably diluted enzyme. 
The pH of the mLxture was appro.ximately 7.05. One 0.5 cc. 
aliquot of the mi.xturc was titrated immediately and another after 
30 minutes incubation at 40.0°. The titrations were made by the 
acetone-HCl method of Linderstrpm-Lang (5). m/30 HCl being 
used, a titration increase of 0.5 cc. corresponded to complete 
hydrolysis of one linkage of the I component of the peptide. 
Duplicate determinations almost always agreed within less than 
0.01 cc. The peptidase unit employed, which is identical with 
the unit used in previous papers, may be defined as the amount of 
enzyme which will bring about 50 per cent hydrolysis of 0.02 mole 
of f-peptide in 30 minutes. In the determination as described a 

* Published with the approval of the Director of the Wisconsin Agri- 
cultural Experiment Station. Supported in part by a grant from the 
Wisconsin .Alumni Research Foundation. .A summary of a part of this 
material was given before the Third International Microbiological Con- 
gress at New York, 1939 (1). 
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titration difference of 0.25 cc. corresponds to 0.0025 enzyme unit. 
Since the degree of hydrolysis is not strictly proportional to the 
quantity of enzyme present, an empirical curve must be con- 
structed. 

Nitrogen — nitrogen content of enzyme preparations was 
determined by a colorimetric micromethod. A sample containing 
10 to 40 7 of N was pipetted into an 18 X 150 mm. Pyrex test-tube, 

1 cc. of 2 N HjSOi containing 0.2 gm. per liter of CuSeOa was added, 
and the tube was covered by a loose glass cap. The contents of 
the tube were then digested overnight in a digestion rack kept in a 
105° oven. The rack was provided with an electric heat source 
such that, after evaporation of the water, the H2SO4 condensed 
wthin 5 cm. of the bottom of the tube. To the tube, after diges- 
tion, were added in order 2 cc. of water, 2 cc. of color reagent, and 
3 cc. of 2 N NaOH. The color reagent contained per liter 4 gm. 
of in, 4 gm. of Hgla, and 1.75 gm. of gum ghatti. After standing 
15- minutes, the tube was placed in a photoelectric colorimeter and 
a reading taken. A 490 m^ filter was used. Blanks and nitrogen 
standards were always run with each series of samples. Only 
matched groups of tubes were used. The extinction coeflBcient 
was found to be proportional to the quantity of nitrogen for 
samples containing less than 45 7 of nitrogen. Known samples 
could be recovered with an error of 3 per cent or less. 

Specific Activity — ^The specific activity of enzyme preparations 
was expressed as the number of enzyme units present per gm. of 
nitrogen in the preparation. The most active preparations thus 
far obtained have had specific activities in the neighborhood of 
30,000. 1 gm. of such a prepai'ation will hydrolyze 1.4 moles 
of Weucyldiglycine per minute at 40°, 

Hydrolysis Conditions — In all the hydrolysis experiments re- 
ported in this paper, the substrate concentration was m/ 30 with 
respect to available substrate; that is, m/15 in the case of dl mix- 
tures. Since the acidic dissociation constant of the di- and tripep- 
tides used is approximately 10~®, in the neighborhood of pH 8 the_ 
substrates themselves are efficient buffers, and no further buffer 
need be added. The incubation temperature in all cases was 40° 
and the pH was 8.0 unless othersvise stated. All hydrolysis 
figures are expressed as per cent hydrolysis of one linkage of one 
optical component. 
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Pnparalioii of Ptplulai,c Protein 

Antohjbi^y — The yc.iat Ubod \\iu> biessers’ bottom yeast from a 
local brewerj'. Many typos of ycaat wcic iiu catigatecl, and uere 
found to vary greatly in their autolysia behavior. The one 
selected ga\e the best yield of enzyme. It \\as found that the 
yield \sas greatly impro\ed if flic pressed yeast (75 per cent mois- 
ture) was kept frozen in a cold room ( — 6° to —10°) for a few 
months before being autolyzed. In the procedure finally adopted, 
the frozen pressed yeast w.as treated with an equal weight of water, 
covered with toluene, and allowed to autolyze, with occasional 
shaking, at room temperature (22-25°). The suspension always 
maintained itself at pll C.l without adjustment. Samples were 
rcmo\cd at intervals for peptidase assaj', and when there was no 
further increase in activity (3 to 5 daj's), the mixture was filtered 
with suction after the addition of Hyflo super-cel (a diatomaceous 
filter .aid sold by Johns-Manville). The filter cake was washed 
with water and the washings added to the filtrate. 

Acetone Precipitation — The procedure for isolation of the en- 
zj’me protein from the cnide autolysate consists of a series of 
fraction.aI acetone precipitations. The number of piecipitations 
necessary’, and the optimum pll and acetone concentration for 
each step, vary somewhat with each preparation. The precipi- 
tations are carried out as rapidly as possible, since the enzyme is 
not stable at high acetone concentrations. The general procedure 
is illustrated by the example of Table I. Often further fractional 
acetone precipitation is necessary to produce a preparation of 
high activity. During the latter stages of purification, a salt of a 
divalent metal is added to facilitate flocculation of the protein 
precipitate. 

Various procedures involving adsorption, ammonium sulfate 
fractionation, acid precipitation, and other fractionation methods 
have not in general produced preparations any more active than 
can be obtained by repeated fractional acetone precipitation. 
Ammonium sulfate fractionation of fairly pure material, howex’er, 
often is advantageous. The most active preparations thus far 
obtained have been prepared in this manner. 

Fractions ranging in specific activity from 15,000 to 30,000 have 
been found to behave as homogeneous substances when tested in 
the Svedberg ultracentrifuge or the Tiselius electrophoresis ap- 
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paratus. When preparations, originally veiy active, which have 
decreased in activity during long storage have been fractionated, 
it has never been found possible to separate active from inactive 
material All present data indicate the presence in all prepara- 
tions of varying proportions of inactivated enzyme or of some other 
protein inseparable from the enzyme protein. 


Tabve I 

Tsalaiion of Peptidase Protein 


Step 

No. 

Treatment 

Volumo 

Total 

cazymo 

Specific 

activity 



cc. 

units 


I 

1 kilo pressed brewers’ yeast, frozen 3 
mos., + 1 liter HjO, autolyzedl days 
at pH 6.1; filtered; cell residue dis- 
carded; solution analyzed 

2020 

550 

25 

II 

1 

Solution adjusted to pH 5.7, acetone 
added to 28 volumes %; centrifuged; 
supernatant discarded; ppt. taken up 
in water; centrifuged; ppt. washed 
with water, washings added to super- 
natant; combined solution analyzed 

246 

j 

1 1 
i 

440 

i 

1,060 

III 

Solution adjusted to pH 5.8, acetone | 
added to 30 volumes %; centrifuged; j 
ppt. dissolved in water, solution clari- 
fied in centrifuge before analysis 

16.7 

410 

16,700 

IV 

Solution treated withMgCl? to 0.001 m, 
adjusted to pH 5.6, treated with ace- 
tone to 13.5 volumes %; ppt. centri- 
fuged oS, discarded; acetone added to 
IS volumes %; ppt. centrifuged off, 
dissolved in water, analyzed 

5.9 

163 

20,800 

V 

Residual 18% acetone solution from 
Step IV made to 26 volumes % ace- 
tone; ppt. centrifuged off, dissolved 
in water, analyzed 

5.9 

179 

23,000 


Proper <ies of Peptidase Protein 

Sedimentation, Diffusion, and Mobility ^ — A 0.2 per cent solution 
of the enzyme protein (specific activity 15,000) in 0.05 M (pH 

f Tho author wishes to thank Dr. H. P, Lundgren and Professor J. W. 
Wiiliama of -the Department of Physical Chemistry for their cooperation 
in studying the physical properties of the protein. 
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7.05) phosphiite buffer containing 0.1 .m XaCl was sedimented in 
the Svcdberg velocity ultracentrifuge. The sedimentation dia- 
grams, obtained by the scale method, indicated that the material 
was homogenoou.':. The sedimentation constant at 20° was found 
to be 21.3 X 10“'* cm. soc.~' dyne~‘. A diffusion experiment per- 
formed at the .same protein and buffer concentration showed the 
diffusion constant at 20° to be 3.00 X 10“' cm.* sec.~‘. On the 
basis of the.'C two values, a provisional value of 070,000 for the 
molecular weight is obtained. Whether the enzyme exists at 
physiological concentrations as molecules of this size has not 
been determined. 

As has been mentioned, samples of peptidase which do not 
possess maximal activity behave as homogeneous proteins. In 
order to obtain furtlier information on this seeming anomaly, 
two preparations, one having a specific activity of 30,000 and the 
other a specific activity of 16,000, were compared on the Tiselius 
apparatus. The protein concentration in both cases was 0.2 per 
cent. A phos.phatc-XaCl buffer (pll 6.95 and ionic strength 
0.07) was u.ccd. Both preparations were found to migrate as 
homogeneous substances. The more active sample had a mobility 
of 6.1 X 10"* cm.- sec."', while the mobility of the less active prep- 
aration was 7.4 X 10"* cm.- sec."' volt"'. 

Since preparations which undoubtedly contain a large percent- 
age of inactive material are homogeneous with regard to both 
sedimentation and electrophoretic migration, it seems likely that 
the inactive material present is a constituent part of the macro- 
molecule. If this were true, the presence of the inactive material 
might affect the mobility, but not the homogeneity of the sample. 

Herriott, Desreux, and X'orthrop (6) have reported that pepsin 
preparations containing inactive protein are electrophoretically 
homogeneous, although their solubility behavior indicates in- 
homogeneity. 

Other Properties — ^The enzyme is soluble in water at pH values 
above 5.2 to 5.3. It may be precipitated from aqueous solution 
by acidification to pH 4.5 to 4.8. At pH values below 4.0 it is 
soluble, but is very rapidly inactivated. In dilute ."salt solutions 
it is soluble at all pH values. It is soluble in 0.6 saturated am- 
monium sulfate solution, but relatively insoluble in 0.8 saturated 
ammonium sulfate solution. 
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Neutral aqueous solutions of the enzyme containing a feAv gm. 
of protein per liter are stable for weeks at 2°. In very dilute 
aqueous solution, the enzyme is rather unstable. Its stability is a 
function of pH. In Fig. 1 is shown the effect of pH on the stability 
of the enzyme in a solution containing about 2.4 mg. of protein 
per liter. The enzyme is unstable in neutral solution, but is 
relatively stable at higher pH values. It has been found that in 
the presence of 0.01 :\i NaCl enzyme solutions are perfectly stable 
for 2 hours at pH 7, but not at pH 5.6. Because of this in- 
stability of the protein in dilute aqueous solution, enzyme solu- 



pH 


Fig. 1. Stability of a dilute solution of peptidase protein held 3 hours at 
22° in 0.001 st borate plus 0.001 m phosphate. Preparation S78, specific 
activity 17,200; 0.3 7 of enzyme N per cc. 

tions were always diluted for assay sampling with 0.001 M borate 
buffer of pH 9.2. 

The chemical composition of the enzyme protein has not yet 
been studied. Orientation experiments have shown it to contain 
about 13.5 per cent N and 0.3 per cent P. Acid hydrolysis liber- 
ates appio.xiinately 5 per cent of sugar as determined by copper 
reduction and orcinol color methods. 

Enzymatic Activity of Protein 

Specificity Table II summai'izes data on the hydrolysis of 
various substrates by the enzyme protein. Tripeptides are hy- 
drolyzed more rapidly than corresponding dipeptides. dZ-Leucyl- 
methylamine (leucyldecarbo.xyglycine) is split, showing that a 
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carboxyl group is not essential for hydrolysis. The slow hy- 
drolysis of (ff-prolyldiglycine indicates that an intact amino group 
is not necessary'. (//-X-Methylleucyidiglycine, however, is not 
split. The data of Table III show the enzyme to have a high 
degree of optical specificity. f-Leucyldiglycine is hydrolyzed 
5000 times as rapidly as the unnatural li-leucyldiglycine. If the 

Iaulk II 

ll'jdrol'jsis of I'arioui Substrates by Yeast Polypeptidase 


Prop.iration SIO, specific activity 10,300; 0.1 ii XaCl present. 



Eni>niD N 

Incubatioa 

timo 

Hydrolysb 


Tr P<r cc. 

An. 

pa-ctni 

dt-Leucyldiglycinc ... 

0.001 

0.5 

55 

dl-.Vlanyldiglycinc 

0.253 

0.5 

53 

Triglycino 

0.253 

S 

56 

dt-Lcucylglycine 

0.253 

2 

64 

dl-.Vlanylglycino 

0.253 

8 

30 

Diglycino 

25.3 

O 

30 

dl-Lcucylmcthylamine. . . 

0.253 

s 

36 

dl-Prolvldiglyeinc 

25.3 

2 

73 

d/-X-MethyIleucyldigIycinc. . 

25.3 

s 

0 


T.^ble III 


Optical Specificity of Yeast Polypeptidase 
Preparation 013, specific activity 21,000; 0.1 m X.aCl and 0.0001 M ZnSO* 
present. 


Substrate 

EnijmoN j 

Incubation time 

Hydrolysis 


y pO* CC. 

hrs. j 

per cerj 

l-Leucy Idi gly ci ne 

0.107 

0.5 ' 

so 

d-Lcucyldiglycinc 

13.4 

0.5 

1 



5 

20 

1 

j 


oo 

1 

76 


d-Ieucyldiglycine used had been contaminated tvith any of the I 
form, a greater degree of hydrolysis would have occurred during 
the first half hour. It should also be mentioned that the enzyme 
hydrolyzes the peptide linkage adjacent to the amino group. 
'RTien leucyldiglycine is hydrolyzed by a large amount of en- 
zyme, hydrolysis proceeds rapidly until one linkage has been split. 
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Further hydrolysis is relatively slow. If leucylglycine instead of 
diglycine were a primary hydrolysis product, further hydrolysis 
would be much more rapid. When the experiment is performed, 
the rate of secondary hydrolysis corresponds to the rate at which 
diglycine is split by the enzyme and not to the more rapid rate at 
which leucylglycine is split. Since leucylglycine is split 300 
times as fast as diglycine, the difference is accurately observable. 

Activation — The activity of the peptidase is greatly affected by 
the presence of chloride ions and zinc ions. The data of Table 
IV show that its activity in the presence of both zinc and chloride 
is much greater than the activity in the presence of either alone. 
Such behavior indicates that both ions are in some way necessary 


Table IV 

Effect of NaCl and ZnSO\ on Enzyme Activity 


Preparation 913, specific activity 21,000. 


Substrata 

Added 

NaCl 

Added 

ZaSO« 

Enzyme N 

Incubation 

time 

Hydrolysis 


-V 

ar 

y per cc» 

hrs. 

per cent 

dl-Alanyldiglycine 

0.0 

0.0 



2 


0.1 

0.0 



12 


0.0 

0.0001 



8 


0.1 

0.0001 



58 

dZ-Leucyldiglycino 

0.0 

0.0 


0.5 

5 


0.1 

0.0 


0.5 

14 


0.0 

0.0001 


0.5 

10 


0,1 

0.0001 


0.5 

44 


in the hydrolysis process. The zinc concentration necessary for 
maximal activation is rather low. The e.xperiment summarized 
in Table V shows 10"* lu to be appro.ximately optimal. The 
optimal NaCl concentration is high, as may be seen from Table 
^ 0.0001 M NaCl gives a readily detectable effect, great- 

est activity was obtained in the presence of 0.1 u NaCl. At con- 
centiations much greater than this, precipitation occurs during 
the acetone titration. 

Salts of Ah", Ca", Cd", Co", Cu", Fe", Hg", Mg", Mn", Ni", 
Pb , and Zii" were tested for activating effect on alanyldiglycine 
ijdioljsis in the presence of 0.1 ar NaCl. The metals were tested 
at 10 M, 10 * M, and 10~^ m. Only Zn" gave good activation. 
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Co", however, gave at 10”* m a definite and reproducible, though 
relatively small (60 per cent) activation. 

The activation by sodium chloride is due to the chloride ion 
rather than the sodium ion; MgCIi is an effective activator, while 

T.vble V 


Effect of ZrtSOt Concentration on Enzyme Activity 
Prepar.ition 913, specific activity 21,000; 0.0G7 7 of X per cc.; incubation 
time 30 minutes; substrate Jf-lcucyldiglycine. 


.Added SiCl 

.Added ZnSO. 

Hydro^yaU 

ii 

if 

per etnt 

0.1 

0 

It 

0.1 

10-» 

16 

0.1 

10-‘ 

28 

0.1 

10-* 

-16 

0.1 

10-* 

-13 

0.0 

0 

5 

0.0 

10-* 

1 


Table VI 

Effect of KaCl Concentration on Enzyme Activity 


Preparation 959, specific activity 10,300; 0.091 7 of X per cc.; substrate 
df-alanyldiglycine; pH 7.2; incubation time 30 minutes; 0.0001 M ZnSOi 
present. 


Added NaCl 

HydrolysU 

je 

per ctfd 

0 

19 

10-* 

20 

10-* 

26 

10-* 

■14 

10-J 

56 

10-* 

65 

10-* 

12 * 


* No ZnS 04 added. 


sodium sulfate and sodium acetate are not (Table Yll). More- 
over the sodium hydroxide necessary to adjust the peptide sub- 
strates to pH 8 brings the sodium ion concentration to approxi- 
mately 0.033 M even in the absence of added activator. Yet the 
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addition of 0.001 M NaCl to such a substrate more than doubles 
the activity of the enzyme (Table VI). 

Ordinary preparations of leucyldiglycinc prepared by the 
method of Fischer (7) were found to be hydrolyzed as rapidly 
in the absence of added zinc as in its presence. Repeated re- 
crystallization was necessary to obtain preparations which would 
give maximal zinc activation. It was found that the trace of ash 
present in ordinary preparations would, if added to recrystallized 
preparations, greatly promote hydrolysis. Since peptides pre- 
pared from the corresponding a-halogen acyl compounds usually 
contain traces of anomonium halide, recrystallization was often 
necessary to obtain maximal NaCl activation. It seems probable 

Table VII 


EF^ct o/ Autons ou Enzyme Aciwity 
Preparation 878, specific activity 17,200; 0.105 t of N per cc.; substrate 
di-leucyldiglycine. 


Salt added 

Concentration 

Hydrolysis 

None 

0 

per cent 

32 

NaCl 


60 

Na 2 S 04 


35 

NaOOCCHj 


26 

NaBr 


58 

KI 

0.01 

52 

MgClj 

0.005 

56 

NaNOj 

0.01 

44 



that the activity observed in the absence of added activators is 
due to the presence of traces of zinc and halogens in the peptide 
preparation and in the NaOH used for pH adjustment. 

pH Oplimum — In Fig. 2 pH-activity curves for the hydrolysis 
of leucyldiglycine and alanyldiglycine are given. It will be seen 
that leucyldiglycine is attacked most rapidly at pH 7.9, while 
alanyldiglycine is most rapidly split at pH 7.0. The leucyldigly- 
cine substrate used did not contain added zinc, but addition of 
zinc salts had no effect at either pH 7 or 8, The enzyme is 
stable at pH 10, as may be seen from Fig. 1, but no enzymatic 
activity was evident at this pH. In the acid pH region, however, 
it is possible that instability of the enzyme may have affected the 
shape of the curves of Fig. 2, The leucyldiglycine substrate used 
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for routine peptidase assay h:u5 a pll of 7.05. This pll value was 
originally adopted because it is the optimal pll for leucyldiglycine 
hydrolysis by crude yeast autolysate. 

Rdalion of Ycasl Pobjpcplidasc to Other Peptidases 

The enzyme described above is not identical with the yeast 
aminopolypeptidiiso described by Grassmann and his associates. 
Their enzyme hydrolyzed leucyldiglycine 500 times as rapidly as 



Fig. 2. pH-activity curves for peptide hydrolysis. dJ-Leucyldiglycine. 
enzyme Preparation StO, specific activity 10,300; 0.091 7 of N per cc.; 0.1 
uNaCl present; incubation time 30 minutes. dl-.Vlanyldiglycine, enzyme 
Preparation 913, specific activity 21,000; O.OS7 0>^* per cc.; 0.1 m NaCland 
0.0001 M ZnSO< present; incubation time 00 minutes. 

leucylglycine (4), while the present peptidase hydrolyzes the tri- 
peptide only 8 times as rapidly as the dipeptide when substrates 
of the same composition as those used by Grassmann are employed. 
Moreover, Grassmann's enzyme splits triglycine 40 per cent as 
fast as leucyldiglycine (8), whereas the enzyme described in this 
paper splits triglycine only 3 per cent as rapidly as leucyldiglycine. 
Grassmann (9) has stated that yeast aminopolypeptidase acquires 
dipeptidase activity in the presence of chlorides. Such behavior 
seems to indicate the presence in his preparations of a chloride- 
activated peptidase. 
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In a previous publication from this laboratory (10) the resem- 
blance of a previously studied mold polypeptidase (11) to yeast 
polypeptidase was shown. Both enzymes are activated by zinc, 
both enzymes split tripeptides rapidly and dipeptides slowly, and 
both enzymes split leucyl peptides much more rapidly than glycyl 
peptides. 

Many molds possess a similar peptidase. Although the mold 
peptidases were not found to be activated by chloride ions, the 
many similarities seem to warrant a provisional conclusion that 
the zinc-activated yeast polypeptidase is one of a group of similar 
peptidases more or less -widely distributed in nature, 

SUM1VLA.RY 

A protein having high polypeptidase activity has been isolated 
from brewers’ yeast. The protein behaves as a homogeneous 
substance on electrophoresis and ultracentrifugal sedimentation. 
It has a molecular weight in the neighborhood of 700,000. It has 
not been obtained in a crystalline state. The polypeptidase splits 
tripeptides much more rapidly than dipeptides. It hydrolyzes 
the peptide linkage adjacent to the free amino group of the pep- 
tide. It does not require a carboxyl group. The presence of 
zinc ions and halide ions appears to be necessary for its activity. 

A convenient micro-Kjeldahl nitrogen method is described. 
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THE DETERMINATION OF SODIUM 


By \V. V. COXSOLAZIO and D. B. DILL 

(From the .\fcdical Laboralorics, Massachusetts General Hospital, and the 
Fatigue Lahorator'j, Morgan Hall, Hariard University, Boston) 

(Received for publication, October 7, 19-10) 

We have adopted tlie nietliod of Butler and Tuthill (1) for 
determining sodium iit plasma, using slight modifications that 
tvill be described below. According to our experience with this 
method, the plasma of healthy men contains about 140 milli- 
equivalents per liter, most values lying between 13S and 142. 

Hald (2), in Peters’ laboratoiy, has described a modification of 
the Butler-Tuthill procedure that gives values ranging from 133 to 
138 mitliequivalents. We have looked with doubt on her low 
figures and she questions the validity of the higher values obtained 
by most other investigators (3 6). Some observations are re- 
ported here which seem to resolve the problem. 

The techniques used differ somewhat from those originally 
described by Butler and Tuthill. In order to avoid ambiguities a 
detailed description will be given. 

Delivery of Sample — Either a Normax volumetric pipette, a 
Van Slyke stop-cock pipette, or an automatic syringe pipette may 
be used. All are sufficiently exact, the last being most precise. 
The syringe pipette may be used by rinsing it w’ith the material 
to be analyzed and then delivering the sample, or it may be rinsed 
with distilled water between deliveries, the rinsings being added 
to the sample. T-he former procedure is somewhat wasteful of 
material, since three rinsings, one each with 0.2 ml. of sample, are 
necessary even when successive samples are kno^vn to have ap- 
proximately the same composition. The latter procedure gives 
a 2 ml. sample, since five rinsings are necessary. In most cases 
W. V. C. used the automatic syringe and D. B. D. the Van Slyke 
pipette. 

Container Used for Ashing — Either a platinum crucible of 30 
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ml. capacity or one of 5 ml. capacity or a cone-tipped silica tube 
of 10 ml. capacity may be used (7). D. B. D. used the first and 
W. V. C. the others. 

Preparation for Ashing — In the case of plasma 1 drop of con- 
centrated H2SO4 or 0.5 ml. of 10 per cent H2SO.1 was added to 
the plasma sample. W. V. C. used the same quantity with the 
inorganic unknowns, while to them D. B. D. added only 2 drops 
of 10 per cent H2SO4. In the round bottom platinum dish the 
larger quantity of H2SO4 tends to creep during the early stage of 
ashing in the absence of organic material. The sample thus 
treated with H2SO4 is dried in an oven at 110° for 1 or 2 hours if a 


platinum dish is used, or for 12 hours if a silica tube is used. 

Ashing The dishes are placed in a cold furnace and the rheostat 
set so a maximal temperature of 500° will be reached in a few 
hours. Ashing is completed overnight. 

Solution and Transfer of AsA— About 15 ml. of the freshly fil- 
tered uianyl reagent are poured into the Jena crucible, as pre- 
scribed by Butler and Tuthill. The ash is dissolved in 0.5 ml. of 
N HCl and the dish rotated gently until solution is complete. 
The ura,nyl reagent is mechanically sth'red, with a glass rod about 
3 inm. in diameter, while the sample is being transferred with a 
caprllary pipette. Two rinses are made with about 0.3 ml. of 0.1 
N HCl and finally 2 ml. of the uranyl reagent are used to rinse 
dish and pipette. After the stirring has continued for 5 minutes, 
the rod IS removed and rinsed with reagent, and the dish is covered 
an IS set aside for 1 hour before filtering. The subsequent steps 
are carried out as described by Butler and Tuthill. 

Removal of Phosphate In Hald’s method emphasis is placed 
on the removal of phosphate, and she accomplishes this by a ferric 
phosphate pi-ocedure.i We have employed her procedure in some 
instances and in others have added 1 gm. of powdered Ca(OH )2 


KHjPO says that known solutions containing sodium and 

P^^fsmao which tip phosphorus, this is not true of 

y whiirDhosnJn^‘° V. boils at about 

300 °' On aamoles of ^Sjns to volatilize appreciably at from 260- 

to nearly all the “total” nhn«!r.h from one-half 

11.0 presence of Jltolc in 
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to 10 ml. of dissolved Jish, as rocoinmeiidcd for urine by Butler 
Tuthili. I'his is shaken for 1 hour, centrifuged, and an aliquot 
taken for analysis. 

Testing IfahVs Technique — Porcelain dishes were used both 
with and without phosphate removal. Hald’s procedure for 
removing phosphate calls for the .addition of 1 drop of 1.29 per 
cent ferric sulfate, the addition of 2 to -1 cc. of sulfuric acid, -1 x, 
drj’ing, and ashing. The ash is taken up in hot distilled water, 
made up to volume, and centrifuged. An aliquot is evaporated 

T.\.hle I 


Sodium Determinatious in Standard Solutions 


SoluUoa 

Prc&cnt 

Ka found 

p 

Xi 

By W. V. C. 

By D.B.D. 


n/. por 1. 

p<r /. 

pa- L 

m^. pirl. 

.\ 

125.3 

131.6 

133.4 

131.S 




133.4 

133.5 

B 

115.9 

112.4 

141.6 

141.1 




141.4 

141.9 

c 

30.2 

137.3 

136.7 

136.8 




136 5 

136.4 

z? 

<12.2 

127 0 

126 9 

127.7 



\ 

127.3 

127.5 

E 

117.0 

138.2 

137.6 

137.4 



i 

137.6 

138. 3 

Mean error 

-0.7 

1 

-0.8 


and transferred to the uranyl reagent. IVe have also employed 
this technique in quartz tubes. 

Analyses were made independently by the authors of solutions 
precisely prepared for us by Professor S. G. Simpson of the Depart- 
ment of Chemistry, Massachusetts Institute of TechnoIogj\ 
These contained Na, K, Ca, Mg, and HPO 4 vithin or near the 
physiological range and, in addition, Cl and S 04 . The results 
of our analyses, made without removing phosphate, are compared 
in Table I with data subsequently furnished by Professor Simpson. 
With the e.vception of one poor value obtained by D. B. D., the 
recovery ranges from 99.1 to 100.1 per cent. 

One of the authors (W. V. C.) proceeded to try other containers 
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for ashing jind v&ri&tions in. the tscIiniQuo. Tho losults sro 
shown in Table II. They suggest that any sort of ashing is apt 
to produce a loss. In our hands Hald’s procedure, coupled with 
the use of porcelain dishes, resulted in an average loss of 2.9 millh 
equivalents in these inorganic solutions in contrast to a loss of 


Table II 

Deviations, in Milliequivalenls, from True Value with Various Procedures 


Procedure 



Solution 



A 

B 

C 

D 

E 

Unashed; Butler-Tuthill technique 
Ashed in SiOc; Butler-Tuthill tech- 

-0.1 



-1.0 

-0.1 

nique 1 

Ashed in SiOjj P removed with 

-1.2 

-0.9 


-0.8 

-0.0 

Ca(OH)i 

Ashed in SiOa; P removed by Stadie- 

-1.3 



-0.4 

-0.4 

Ross (8) technique 

Ashed in SiOj; P removed and ash | 

-1.1 : 

-1.4 

1 


-0.1 

-1.2 

dissolved by Hald’s technique . 
Ashed in porcelain; P removed by 

-3.4 

-l.S 


-1.1 

1 

-3.9 

Hald’s technique 

-3.5 

-3.7 


-2.4 

-4.1 


Table III 

Determination of Sodium in Human Plasma under Various Conditions 
The results are expressed in milliequivalents per liter. 


Container 

Method 

No. of analyses 

P not removed 

P removed 

Platinum 

dish 

Oura 

10 

SiOi tube 

Ours 

10 

Porcelain 

dish 

Oura 

10 

Platinum 
dish or SiOj 
tube 
Ca(OH )2 
used 

4 

Porcelain 

dish 

Hald’s 

9 

Maximum . . . 

140.9 

140.7 

139.4 

miQi 

||R^9 

iMinimum . . . 

139.5 

139.5 

136 0 



Average 

140.2 

140.2 

138.3 

140.5 

136.1 


about O.S milliequivalent found by the authors using platinum 
and the technique described herein. 

T ho implication of these findings is that some sodium is trapped 
in the neutral ferric phosphate precipitate. To test this the col- 
lected precipitates from ten determinations by Hald’s method. 
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in which porcelain dishes were employed, were washed, dissolved, 
and the phosphate reprecipitatcd by rendering the solution 
alkaline with ammonia. The supernatant fluid contained an 
amount of sodium equivalent to 2 milliequivalents per liter in the 
original solution. This amount is of the order of magnitude of 
the deficiency found by the Ilald technique as we applied it to 
these inorganic solutions. 

An application of these findings w.as ne.vt made to plasma, as 
shown in Table III. The .average recovery of sodium from ten 
consecutive samples of a normal human plasma was 140.2 milli- 
equivalents when ashing was carried out in platinum or silica with- 
out removing phosphate. In a second series, ashing was carried 
out in porcelain and phosphate was removed by Raid’s technique. 
The average concentration was 136.1 milliequivalents, a difference 
of —4.1. The phosphate residues were combined, washed, dis- 
solved, and reprecipitatcd. The sodium recovered corresponded 
to 3.5 milliequivalents. It is certain, therefore, that in our hands 
the Raid technique is defective in that sodium is left undissolved 
when the ash is leached with distilled water. 

su.MXi.uiy 

Raid’s technique for sodium when applied to inorganic solu- 
tions containing other electrolytes gives results that may be too 
lorv by 4 milliequivalents per liter. Her method of leaching the 
ash with distilled -water evidently leaves some sodium undis- 
solved. With the Butler-Tuthill technique slightly modified, 
recoveries averaged 99.5 per cent from these solutions. Contrary 
to Raid's report, no values were too high when phosphate was not 
removed. 

The applications of these findings to plasma revealed a slight 
loss of sodium when porcelain was used for ashing and a consider- 
able loss when ferric sulfate was added before ashing and water 
was used for leaching the ash. It is concluded that the latter pro- 
cedure, viz. that of Raid, ^ves results that are too low by about 
3 or 4 milliequivalents. 
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STUDIES ON BIOLOGICAL OXIDATIONS 

XIV. OXIDATIONS BY MICROORGANISMS WHICH DO NOT 
FERMENT GLUCOSE* 

By E. S. GUZ.MAX BAIlIlOX and THEODORE E. FRIEDE.MVXX 

{From the Lasker Foundation for Medical Research and the Department of 
Medicine of the Universil'j of Chicago, Chicago) 

(Rccuivod for publication, October 7, 1910) 

There are two incthodd of apj)roach to the study of the mech- 
anisms of biological oxidations, (1) the isolation of the components 
of the enzyme system and (2) work with living cells in which the 
oxidations proceed verj' simply, without intermediate reactions. 
The splendid achievements of Warburg and his coworkers on the 
isolation of some enzyme components have had the usual reaction 
among scientists interested in the studj’ of biological o.xidations — 
a diligent application of Warburg’s methods and consequent 
neglect of the second mode of approach. Although the first mode 
of approach brings forth more satisfactory results, it cannot be 
denied.that the second is more likely to reveal varied mechanisms 
in the oxidation of a substrate. Bacterial cells are excellent ma- 
terial for this second method, because they may be grown in a 
very short time, and, in general, the oxidation reactions are not 
masked by regulating mechanisms such as exist in animal cells. 

Two problems were the concern of this investigation. (1) Are 
bacteria which usually do not ferment glucose also unable to 
o.xidize it, and if so, why? (2) .-Vre the oxidations in these bacteria 
all performed by the same mechanism? An answer to the first 
problem was considered essential for the proper understanding of 
the metabolism of glucose; an answer to the second was considered 
valuable as an indication of the unity or plurality of enzjTnes 
o.xidizing one parlicular substrate. 

The e.xperiments reported in this paper show that glucose is 
oxidized by a number of bacteria without previous feimentation 

* This study was aided in part by the Bartlett Memorial Fund of the 
University of Chicago. 
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(anaerobic scission), and that in cases in which the glucose mol^ 
cule is not oxidized it becomes oxidizable as soon as the molecule 
is phosphorylated, an indication that phosphorylation is the es- 
sential primary process for the metabolism of glucose. The 
isolation of the components of two oxidation enzymes (hexose 
monophosphate oxidase from yeast, and d-amino acid oxidase from 
kidney) gave an opportunity to test whether oxidation -enzyme 
systems possess the same components in all living cells. Strong 
arguments against such an assumption arise from the observa- 
tions of Barron and Jacobs (1) on the oxidation of lactic acid by 
hemolytic streptococcus. Those offered here, based on the in- 
hibition by HCN of the oxidation of hexose monophosphate and 
d-amino acids by all the bacteria studied, are further evidence 
that the o.xidation components of individual enzyme systems are 
not uniform but may vary from one type of cell to another. 

EXPEBIMENTAL 

The bacteria were grown in flat medicine bottles in a medium 
containing 1 per cent of proteose-peptone, 0.3 per cent of meat 
extract, 0.5 per cent of NaCl, and 3 per cent of agar, all dissolved 
in tap water. After 24 hours, 15 to 20 cc. of sterile 0.9 per cent 
NaCl solution were added and the bacteria were removed from 
the surface of the medium. They were resuspended twice in the 
saline solution and finally suspended in a salt solution prepared 
according to Krebs and Henseleit (2). To 90 cc. of this suspen- 
sion were added 10 cc. of 0.2 m phosphate buffer, pH 7.06. The 
oxygen consumption was measured with the usual Barcroft- 
Warburg manometers at SS'’ with air as the gas phase. The 
anaerobic breakdown was determined by measuring the CO 2 pro- 
duction of bacteria suspended in the same salt mixture Avith bi- 
carbonate buffer and N 2 -CO 2 (95:5) as the gas phase, the gas 
being previously passed through a 1 meter long Pyrex glass tube 
filled with Cu pellets and heated to 500°. Calcium hexose di- 
phosphate was obtained from The British Drug Houses, Ltd.; 
calcium hexose monophosphate was kindly provided by Dr. C. V. 
Smythe, and adenine triphosphate by Dr. Y. Subbarow, to both 
of whom we express our thanks. Recrystallized lithium lactate, 
pyruvate, and a-ketoglutarate were prepared in the laboratory. 
All experiments were repeated at different intervals of time. 
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The resulU given are the averages of three series of triplicate 
experiments in which the imlividnal variations never exceeded 5 
per cent. These results arc stated in terms of mg. of dry weight 
as a matter of convenience onlj'. We are well aware that any 
method of giving ciuantitativc results for bacteria fails to dis- 
tinguish cells with no metabolic activity from those of varied 
activity. Furthermore, we recognize the possibility of the pres- 
ence of small quantities of other solid matter, such as bacterial 
debris and particles of agar. Single strains of the following bac- 
teria were studied, Pseudomonas aeruginosa, Phylomonas cam- 
pcslris, Micrococcus pilloiicnsis, Micrococcus frcudcnrcichii, Sarcina 
liilca, and Gaffkya klragcna. Three strains of Alcaligencs faccalis 
were studied, (1) from the collection of one of us (T. E. F.) isolated 
in 1930, (2) from the Department of Bacteriology of the University 
of Chicago, and (3) from the Department of Bacteriology of 
Northwestern Universitj’. Each of these had been kept many 
years on “plain” agar medium, which contains no added ferment- 
able sugar. Suspensions of pneumococcus. Type I, were prepared 
by Miss Gladys Peterson in the laboratory of Dr. 0. H. Robertson. 

Oxidation and Fermentation of Glucose — Glucose is oxidized by 
most bacteria. Whether it is directly oxidized or is previously 
split into more easily oxidizable components is not yet known. 
As the work of Embden cl al. (3), Parnas (4), Meyerhof (5), War- 
burg and Christian (6), and Cori ct al. (7) unraveled the series of 
reactions that takes place in glycolysis and alcoholic fermenta- 
tion, a number of investigators (Virtanen and Tikka (S), Neuberg 
and Kobel (9), Werkman ct al. (10-12), and Endo (13)) demon- 
.strated that different species of bacteria are able to phosphorylate 
glucose. These investigations have led to the belief that the 
metabolism of glucose by bacteria follows the same cycle of re- 
actions as in muscle extracts, and to the assumption that bacteria 
unable to split glucose anaerobically are also unable to oxidize it 
(Hansen (14)). It must be stated, however, that there have been 
protests against this Unitarian conception of glucose metabolism; 
Mtness, Dickens’ suggestion (15) that glucose might be o.xidized 
by yeast soon after phosphorylation, and Lundsgaard’s (16) and 
Shorr, Barker, and Malani’s (17) reports that respiration proceeds 
m yeast and mammalian tissues even after fermentation has been 
inhibited by iodoacetic acid. 
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It is generally admitted (see Bergey (18)) that Sarcina luiea, 
Micrococcus piltonensis, Phytomonas campeslris, and Alcaligenes 
faccalis do not ferment glucose in culture media, as indicated by 
acid formation. Gaffkya ietragena and Micrococcus freudenreichii, 
it is stated, produce acid from dextrose. Sandiford (19) has found 
that Pseudomonas aeruginosa (which was previously classified 
among the non-fermenting bacteria) produces acid from glucose, 
although “as judged by the colour change, the amount of acid 
produced was small.^^ On the other hand, Kendall, Friedemann, 
and Ishikawa (20) found that suspensions of Pseudomonas aeru- 
ginosa incubated with glucose at 45° did not utilize this substance 
appreciably. 

In experiments of 2 hours duration (Table I) the amount of COa 
produced by these bacteria in the absence of oxygen, with the 
exception of G. tetragcna, was the same whether glucose was pres- 
ent or not. Data from Barron and Miller’s studies (21) on the 
metabolism of gonococci have been added to show that under 
identical conditions gonococci produce large amounts of acid, as 
indicated by the COa output, A strain of G. teiragena, freshly 
isolated from pus from an ear infection, produced with glucose 
19 c.mm. of COa, more than 3 times as much as the old strain from 
our collection (5.1 c.mm.). In these experiments the lactic acid 
formation was determined by both the Wai'burg manometric 
method and the method of Friedemann and Graeser (22). The 
agreement was satisfactory. However, the yield of acid from the 
recently isolated strain was far less than was obtained from gono- 
cocci and pneumococci. The greater anaerobic metabolism of the 
freshly isolated strain may be an indication that in some bacteria 
the specific proteins for the fermentation of glucose are present in 
greater concentration while the bactei'ia are in the animal host 
and that they arc gradually lost when grown for a long time in 
culture media without glucose. 

In the presence of oxygen all these bacteria oxidized glucose 
\\ith the exception of M. freudenreichii and A. faecalis, Strain 2. 
I he oxidation of glucose by Ps. aeruginosa, G. teiragena, S. luiea, 
Ph. campeslris, and .4. faecalis, Strain 1, was accompanied by the 
formation of CO;. The respiratory quotient due to glucose oxida- 
tion, determined by subtracting the O 2 uptake and the CO 2 out- 
put of the bacteria in the absence of glucose, was about 1. M. 
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Tvble I 

Mclaboliiin of Glucose 

The fcmiont.ition results ,irc ^iven .is CO- output m bie irbonatc buffer, 
pH 7.1, Mith X:-COj .13 the gas ph ise; those for o\id ilion .13 Oj upt.akc in 
phosphate butfer, pH 7.00, "ith .lir .u, tiic gas ph ue. The figures give 
c mm. per hour per mg. of dry weight. Temperature, 33“: amount of 
glucosc, 0 03 mu. 


1 

B^lcna 1 

1 

1 ! 

COs output 

0: uptake 

Inhibition of 
oxidation 

Uith- 

out 

CIUCOAC 

With 1 
flucoso^ 


ig 

NaF 

CIIs- 

ICOOH 


c-nn. 

c.inrx. 

c m'n. 

c mn. ' 

per c^ni 

per cent 

Ps. aeruginosa ! 

17 7 

10.1 

9 6 

131 1 

Xone 

41.6 

Ph. campestris 

13 5 

13 0 

10 9 

75 5 

19 4 

43.1 

G. tetragcrui (old culture) 

12 0 

17 1 

11 7 

35.9 

26 0 

72 0 

“ “ (freshly isolated). 

3 0 

21 4 

G 3 

76 6 



S. lutea 

12 7 

12 7 

8 1 

23 2 

21 8 

46.1 

.11. pillonensis 

2o 3 

21 C 

0 

10 0 

42 0 

Xone 

.I. faccalis, Strain 1 . . 



1 ' ^ 

21 3 

Xone 


tf <( << 0 



10 1 

10 4 



a ti II 2 



9 0 

20 0 

Xone 


.If. frcudcnreichii 



10 2 

9 7 



Gonococci 

3 0 

CO 2 

0 

294 5 

90 0 

95 0 

Pneumococci, Type I 

2 0 

52 1 

0 

72 0 

91 4 

96 0 


Tvdle II 

Glucose Oxidation by Bacleria Which Do Nol Ferment Glucose 


Temperature, 3S“; pH, 7.-1, buffer. Ringer-phosphate, amount of glucose, 
0.01 mu; duration of incubation, 4 hours. 


Boctena 

CoQtlol 

Glucoaa 

H q duo 
to glucose 
oxidation 

0* 

uptake 

CO: 

output 

Oi 

uptake 

COi 

output 


c mm. 

c mm. 

c mm. 

c.mm. 


Ps. aeruginosa . 

182.8 

184.3 

1245 0 

1264 4 

1 02 

S. lutea 

53 2 

17 5 

195 5 


1 08 

Ph. campestris . 

260 5 

221 5 

1165 8 

1157.2 

1 03 

A. faecalis, Strain 1 

210.5 

179 1 

448 3 

447.8 

1.13 

If. pillonensis 

29 4 

33 6 

60 0 

18 0 


G. telragena 

52.5 

47.5 

174.0 

181 4 

1.10 


■pillonensis oxidized glucose -without CO2 fonnation (Table II). 
Ps. aeruginosa seems to oxidize glucose to completion, for in one 
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experiment of 5 hours duration there was an O 2 uptake, due to 
the oxidation of 0.01 mu of glucose, of 1233 c.mm. (The total 
oxidation to CO 2 and H 2 O of this amount of glucose requires 1344 
c.mm. of O 2 uptake.) It should be recalled that Warburg and 
Christian (23) found that hexose monophosphate could be oxidized 
in the presence of yeast proteins, triphosphopyridine nucleotide 
and alloxazine up to an uptake of 3 moles of O 2 per mole of he.xose 
rnonophosphate, the r.q. being 1. The conclusion may be drawn 
that there are certain bacteria in which the processes of fermenta- 
tion and oxidation of glucose are sharply separated, since bacteria 
unable to ferment glucose (S. lidea, Ph. campestris, M. piUonensis, 
Ps. aerugmosa) possess the power to oxidize it. 

Effects of NaF and CH,ICOOH~mF inhibits the fermentation 
0 g ucose (glycolysis) in muscle extract by stopping the trans- 
tormation of phosphoglyceric acid into phosphopynivic acid 
(Lohmann and_ Meyerhof (24)). If the oxidation of glucose does 
-u Pi’evious Conversion into pyruvic or lactic 

tinn nf ^ an inhibitor. It happens thus in the oxida- 

strpntn?^^°?R (Barron and Miller (21)), by hemolytic 

V pneumococci (Table 

Lltl ? almost 

inhibition of 19 per cent on 
on the oxidation by TSaTn'd^'G^lr^ 

hibitor of glycdysi^ ^Ittnhib-rth^^^^°? 

acid to phosphoglyceric acid fn ^ of triosephosphoric 

.ate of Ss?b 'T 1 “ ““ 

less than 50 per cent tLratp of inhibited by 

and Ps. aeruginosa (Table I) compcsirfs, 

in «ngar-fermenting bacteriw 

pneumococci). There is thus n streptococci, 

teria which madilv fprn' . , difference between bac- 

ment it appreciably. In th fi^o®e which do not fer- 

is largely ijihibited by NaF and^CHMOOW 
the inhibition does „o^ tah^Sly p^^i^ 
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Oxidalion of [{cxosc Phosphates, Lactate, and Pyruvate— Since 
the oxidation of glucose by the non-glucosc-femienting bacteria 
takes place before its anaerobic breakdown into Cj compounds 
and is not merely an oxidation of glucose to gluconic acid, it may 
be postulated that gluco.-e is oxidized only after its phosphoryla- 
tion and that bacteria which are unable to oxidize glucose lack 
this power because they do not possc.-s, or have lost, the power of 
phosphorjdation. This postulate would imply that phosphory- 
lated hexoscs can be oxidized by these bacteria. As a matter of 
fact, A.faecalis, Strain 2, and M.frcudenrcichii, which o.xidized no 
glucose, did oxidize both hexose phosphates readily. Further- 

T.cnLE III 

Oxidattoo of ifexose Pkosphalcs and Laclalc 


Temperature, 33°; pil, 7.06; amount of substrates, 0.01 mu. The Sgures 
give c.mm. of O- uptake per hour per mg. of dry weight due to oxidation of 
the substrate (0; uptake without the substrate subtracted). 


j 

HAcuriA 

0: uptake 

H»ceo 

dipbo3pbato 

Hc30£0ffiono* 

pbosphAto 

Lactate 

Pi. aeruginosa . . 

S6 4 

122.3 

219.0 

Pk. campestris . . . 

. { 0 

28.4 

2.3 

G. tetragena (old culture) 

106. 0 

142.0 

84.2 

5. lutea 

83.7 

00.5 

88.0 

.1/. pillonensis 

47.S 

30.0 

115.0 

A. faecalis, Str-iin 1 

8.2 

42 5 

77.0 

** it 

12.5 

57.0 

123.0 

Ct {{ 2 

1.5 

25.7 

98.0 

i{. freudenrcichii 

12.0 

35.0 

46.4 


more, G. teiragena, S. lulea, j\I. pillonensis, and A.faecalis, Strains 1 
and 3, which oxidized glucose at a slow rate, o.xidized both hexose 
diphosphate and monophosphate at a higher rate (Table III). 

The enzyme components for the oxidation of hexose monophos- 
phate have been isolated by Warburg and Christian (26) (protein, 
triphosphopyridine nucleotide, alloxazine). If these enzyme com- 
ponents alone were responsible for the oxidation of hexose mono- 
phosphate by these bacteria, the rate of oxidation would be 
unaffected by HCN. M. pillonensis and A. faecalis. Strain 2, 
o.xidized he.xose monophosphate to phosphohexonic acid with an 
uptake of I atom of oxygen per mole of substrate, but the o.xida- 
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tion was inhibited by HCN (Fig. 1). Quite recently Haas, Ho- 
recker, and Hogness (27) in a preliminary note have reported the 
presence in yeast of a flavin-mononucleotide protein which acts 
as an electron mediator between the sluggish systems triphos- 
phopyridine nucleotide and cytochrome c. A similar enzyme 
component may act on the oxidation of hexose monophosphate 
by HCN -sensitive bacteria. 

Since the enzyme concerned with the phosphorylation of glu- 
cose (phosphorylase) is composed of a protein and adenine trl- 



Fia. 1, Effect of HCN on the oxidation of hexose monophosphate by 
Micrococcus pillonensis. The abscissa represents time in minutes; the 
ordinate, Oj uptake in c.mm. Curve 1, control; Curve 2, HCN (0.005 m). 
Amount of hexose monophosphate, 0.01 mar; pH, 7.06; temperature, SS”. 


phosphate, an attempt was made to induce the oxidation of 
glucose by M . freudenreichii and A. faecalis, Strain 2, by adding 
adenine triphosphate to the bacterial suspension. Under these 
conditions, there was possibly slight o.xidation of glucose by M. 
Jreudcnreichii, but none at all by A. faecalis, although adenine 
triphosphate alone was o.xidized by both bacteria, quite vigorously 
A. faecalis. Lack of glucose oxidation may be due to lack of 
the protein concerned with phosphorylation (Table IV) . Stephen- 
son and Trim (28) found that B. coli deaminates and dephos- 
phorylates adenine triphosphate. 
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All the bacteria studied in this paper, with the exception of 
Ph. campcslris, oxidized lactate at considerably higher rates than 
they oxidized glucose. Moreover, -1. faccalis, Stiain 2, and M. 
frciuknrctcliii, which did not oxidize glucose, oxidized lactate 
readily (Table III). Cook and Stephen-on (29), working with a 

T.mjlu 1\' 


Ejjtcl of .Idtnnic Triphosphate on Oxidation of Glucose hj Micrococcus 
frcudtnrcichii and Alcaligcncs faccalis, Strain 2 
.Vmount of glucose, 0 0.1 uinount of .'idcninc triphosph.ate, 0 01 him. 


SubiUato 

Oi coiuumptioQ per hr. 



None 

c.nn. 

10 1 

c,mrx, 

26.0 

Glucose 

40 6 


•Vdenine triphosphate 

38 3 


Glucose -f adenine triphosphate 

74 2 

1 206 0 

1 


T.cdlb V 

Metabolism of a-Keto Acids 

The o.\idation results .are given as Os upt.akc m phosph.atc buffer, pH 
7.06, gas phase, air; those for dismutation as COs output in bicarbonate 
buffer, pH 7.4, gas phase, XrCO-. The figures give c mm. per hour per mg. 
of dry weight (Os uptake without the substrate subtracted). 


Bacteria 

1 

PiTUvato mctaboliam 

o-Ketogluta- 

rato 

OxidaUoa 

Diamutation 

Oxidation 

Ps. aeruginosa 

IGo 0 

5 8 

7 8 

Ph. campestris 

OS 2 

0 


G. tetragena 

44 4 

6 8 

49 6 

S. lutca 

48.8 

0 

7.8 

.1/. piltoncnsis 

175 7 

0 

0 

-4. faccalis, Strain 2 

71 2 

6 1 

3.8 

M. freudenreichii ... 

10 G 

0 

5.4 


strain of A. faccalis unable to oxidize glucose, found that the 
bacteria o.xidized lactic, acetic, and formic acids. 

All the bacteria studied in this paper o.xidized pyruvate at 
higher rates than they oxidized glucose. Moreover, A. faccalis, 
Strain 2, and M. freudenreichii, which did not oxidize glucose. 




















602 


Oxidations by Microorganisms 


oxidized pyruvate readily (Table V). They utilized pyruvate 
very little in. the absence of oxygen. Indeed, S. lutea, M. 
piltonensis, and M. freudenreichii did not utilize it at all. 
These observations together with those of Barron and Lyman 
(30) on the lack of anaerobic metabolism of pyruvate by the red 
blood cells of the goose may be taken as an indication that the 
o.xidation and the dismutation (anaerobic metabolism) of pyruvate 
are two different processes. Since both require the presence of 
diphosphothiamine (Barron and Lyman (30)), which is present in 

Table VI 

Oxidation of Mono- and Poly carboxylic Acids, Alcohols, Amino Acids, and 

Catechol 


Temperature, 38“; pH, 7.06; air as gas phase; amount of substrate, 0.01 
m.M. The figures give c.mm. of O 2 uptake per hour per mg. of dry weight 
(O 2 uptake without the substrate subtracted). 


Substrate 

' Ps, aeru-' 
fftnosa 

! 

PA. cam- 
peatris 

I G. tetra- 
lena 

S, lutea 

A.fae- 

calta 

M./reu- 

den- 

retcMi 

Formate 

48.7 

30.0 

35.6 

34.7 


15.1 

Acetate 

85.5 

118.0 

75.3 

53.0 

1 12.3 1 

44.4 

Propionate 

91.9 

97.0 

67.2 

84.2 


42.2 

Butyrate 

125 3 

19.0 

91.5 


15.4 

42.8 

Succinate 

23 4 

122.5 

32.3 

100.1 


60.5 

Fumaratc 

17.8 

24.4 

17.1 

83.7 

14.0 

24.8 

Citrate 

2.5 

8 0 

4.3 

3.8 

10.6 

3.1 

Ethyl alcohol 

58.7 i 

0 

183.0 

82.1 

3.7 

3.0 

Glycerol 

21.8 

25.3 

4.0 , 

32.0 , 

13.7 , 

8.7 

dl-Alanine 

90.5 

43.7 

26.0 ) 

39.0 j 

14.7 

119.6 

i(4-)-Glutamatc 

182.0 

17.1 

84.0 

72.0 

22.5 

146.5 

Catechol 

59.1 

15.1 

14.3 

0 

0 i 

1 

0 


those bacteria, it is possible that there are two proteins, one 
specific for the oxidation, and the other specific for the dismuta- 
tion of pyruvate. 

It is known that decarboxylation of a-keto acids by yeast is 
limited to a-ketomonocarboxylic acids (Neuberg and Kerb (31)). 
rvIcGowan and Peters (32) and Long and Peters (33) have shown 
that a-ketomonocarboxylic acids are oxidized by chopped brain 
tissue from pigeons, while a-ketodicarboxylic acids (a-ketoglufcaric 
acid) are not. M. pillonensis, which oxidized pyruvate very 
readily, did not oxidize a-ketoglutarate. In general, the oxida- 
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tioii of a-ketoglutarate was from 3.6 to 21.2 times as slow as the 
rate of oxidation of jiyruvate. Only with G. telragena was the 
rate of oxidation of both ketocarbo.xylic acids about the same 
(Table V). 

Oiidalion of Polgcarboxylic Acids and Effect of These Acids on 
Rate of Glucose Oxidation — ^.Vll the bacteria oxidized succinate 
rapidly; fumaratc was oxidized with less speed; and citrate was 
oxidized very slowly (Table VI). According to von Szent-Gyorgj'i 
(31) and Krebs and Johnson (35) these acids act as catalysts for 
the oxidation of glucose in certain animal tissues. The effect of 
fumarate on the rate of oxidation of glucose by B. coli was studied 
by Califano and Banga (36), who found no catalytic effect. In 

T.vble VII 

Ejftcl of F umaratc and Citrate on Rale of Glucose Oiidalionby Staphylococcus 
albus and Phylomonas campeslris 


Temperature, 3S“; pll, 7.03; amount of glucose, 0.03 rail; amount of 
fumarate or citrate, O.OOo mil. O-cidation = O. uptake in c.mm. per hour 
(Oj uptake without the substrate subtracted). 


SubiUJice 

Oxidation 

clbiu , 

PA. ecmp€4trU 

GlUCOaC 

243.8 

106.4 

Fumarate 

331.7 

24.4 

Glucose -r fumarate 

356.9 

140.4 

Citrate 

49.1 

8.0 

Glucose + citrate 

253.4 

107.4 


Staphylococcus albus, the o.xygen uptake in the presence of glucose 
plus fumarate or glucose plus citrate was less than the sum of the 
O 2 uptakes with each of these substrates when present alone. In 
Ph. campeslris (a non-sugar-fermenting bacterium) there was a 
slight increase in the presence of glucose plus fumarate (7.3 per 
cent); the o.xygen uptake in the presence of glucose plus citrate 
was less than that expected from an additive effect (Table VII). 
Therefore, neither fumarate nor c»trate acted as catalyst for the 
oxidation of glucose by these bacteria. Probably these enzymatic, 
sluggish o.xidation-reduction systems (see Barron (37)) act as 
catalysts for the o.xidation of carbohydrates only in those cells 
where the rate of oxidation (respiration) is regulated by a number 
of reaction-controlling mechanisms. 
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Oxidation of Saturated Fatty Acids — ^Butyrate, propionate, ace- 
tate, and formate were readily oxidized by these bacteria (Table 
VI). Formate was oxidized rapidly to CO 2 and H 2 O by all the 
bacteria studied, M. freudenreichii being the only one in which the 
rate of reaction was slow. Acetate was likewise oxidized to com- 
pletion by all the bacteria with the exception of A. faecalis, for 
which the slow rate prevented finding the end of the reaction satis- 
factorily. Propionate was oxidized at about the same rate as 
acetate, A. faecalis, Strain 2, being the only microorganism which 
oxidized it at a very slow rate. Butyrate was likewise oxidized at 
about the same speed as the other two acids, except that Ph. 
campestris oxidized it very slowly. This phenomenon is significant 
in the problem of unity or multiplicity of oxidation enzymes for 
saturated fatty acids, because, as already stated, Ph. campestris 
oxidized acetate rapidly. 

Oxidation of Alcohols — There is some evidence that the oxidation 
of monoalcohols and that of polyalcohols are performed by differ- 
ent enzyme systems.^ Among the bacteria studied here, Ph. 
ca7npestris and G. ietragena can be presented as examples sup- 
porting that view; the former did not oxidize ethyl alcohol, but 
did oxidize glycerol; the latter oxidized ethyl alcohol at high speed, 
while it hardly oxidized glycerol at all. M. freudenreichii oxi- 
dized both alcohols very slowly (Table VI). 

Oxidation of Amino Acids — Kendall, Friedemann, and Ishikawa 
(20) and Webster and Bernheim (38) have shown that Ps. aeru- 
ginosa oxidizes amino acids; while in some cases only the natural 
isomers were oxidized, in others (alanine, serine, tyrosine, proline) 
there was oxidation of both isomers. Because the non-natural 
isomer of alanine is readily attacked by bacteria, di-alanine was 
chosen as an example of this group and i(-h)-glutamic acid as an 
example of the natural isomers. All the bacteria oxidized these 
two amino acids beyond the formation of the corresponding keto 
acid, as shown by measurements of the consumption of oxygen, 
which in every case was more than 1 mole of O 2 per mole of amino 
acid (oxidation to the keto acid requires only half a mole of O 2 ; 
Table VI). 

Oxidation of Catechol — Polyphenols are reversible oxidation- 
reduction systems in which the rate of oxidation of the reduced 

‘ Barron, E. S. G., unpublished data. 
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compound, which is slight in the presence of atmospheric oxygen, 
becomes tremendous in the presence of polyphenol oxidase (Cu- 
protein). By virtue of their reversibility and their highly positive 
oxidation-reduction potential they may act as catalysts for cellular 
respiration. Indeed, Oparin (39) postulated such a role in plant 
respiration. The oxidation of polyphenols by bacteria has not 
been extensively studied. Roux (40) showed that hydroquinone 
was o.xidized by B. call, and more recently Happold (41) and 
Yamagutchi (42) found that Ps. aeruginosa oxidized polyphenols. 
In our exq^eriments, Ps. aeruginosa o.xidized catechol readily; 
.1/. piltonensis o.xidized it half as well; G. telrageiia and Ph. cain- 
pcslris o.xidized it slowly; S. lulca, A. faccalis, and M. freuden- 
TcicJiii did not o.xidize it at all (Table VI). O.xidationof polyphenols 
is not widely observed in bacteria (for example. Staphylococcus 
albits did not oxidize it). Since the velocity of o.xidation of the 
different substrates by these bacteria is in general greater than 
the velocity of oxidation of catechol, it may be concluded that 
this system does not nomrally act as an o.xidation catalyst. The 
o.xidation of catechol by these bacteria is completely inhibited by 
S-hydro.xyquinoline (0.001 .m) and salicyl aldo.xime (0.001 .m), 
inhibitors of reactions catalyzed by Cu. 

Effect of Inhibitors — HCN (0.005 si) inhibited the o.xidation of 
o.xidizable substrates in all the bacteria studied in this paper, 
showing that in the oxidation of these substances a heavy metal 
catalyst is present. In the experiments in which pyruvate was 
used as o.xidizable substrate, the concentration of pyruvate was 
0.012 SI, while that of HCN was 0.001 si, to avoid the objection 
that the mhibition might have been due to cyanohydrin formation. 
This inhibition is of special interest in the o.xidation of hexose 
monophosphate and df-alanine, because the oxidation of each of 
these substances by the enzyme systems isolated by Warburg 
and coworkers (43) is performed without the inten'ention of a 
heavy metal catalyst. VTienever the cells contain a heavy metal 
catalyst — the cytochrome system in these bacteria — this catalyst 
seems to act as the last acceptor of electrons before molecular 
o.xygen becomes involved in the reaction. This holds true not 
only for the o.xidation of he.xose monophosphate and di-alanine, 
but also for the o.xidations of lactate, pyruvate, and glycerol, 
which proceed mthout iron porphyrin catalysis in anaerobic 
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bacteria but need this catalyst in the bacteria under study (Ta- 
ble VIII). 

After iodoacetic acid was introduced as an inhibitor of glycolysis, 
a number of papers were published, showing that it may act also 
as an inhibitor of oxidation (Dixon (44)). The oxidation of hexose 
monophosphate and that of ethyl alcohol by a partially purified 
enzyme system was inhibited by BrCHoCOOH (von Euler and 
Adler (45)). CHoICOOH was found to inhibit the o.xidation of 
triose phosphate (Rapkine (46)). Iodoacetic acid was a general 


Table VIII 

Effect of HCN (0.005 if) on Oxidations Produced by Bacteria 
The results represent the per cent of inhibition. 


Subatrato 

M^freuden^ 

Tcichxi 

S. lutea 

Ps. aerugi^ 
nosa 

A . faecalU, 
Strain 2 

G, tetra- 
gena 

None 

79.4 

41.0 

80.0 

87.4 

32.6 

Glucose 


98.0 

94.5 


86.3 

Hexose diphosphate 

86.0 

92.0 

91.5 

89.0 

88.0 

“ monophos- 






phate 

79.7 

95.0 

92.0 

90.0 

89.0 

Lactate 

88.0 

Complete 

96.0 

97.4 

99.5 

Pyruvate 

94.7 

90.7 

76.0 

80.4 

64.0 

Butyrate 

90.2 

Complete 

94.7 

92.0 

Complete 

Propionate 

91.4 

It 

95.0 

Complete 

tt 

Acetate 

Complete 

99.3 

92.2 

U 

tt 

Formate 

(1 

93.0 

84.5 

u 

84.4 

Ethyl alcohol 

(( 

98.9 

92.0 

({ 

Complete 

Glycerol 

<< 

86.7 

Complete 

It 

tt 

(il-Alaninc 

93.0 

96.1 


tl 

tt 

l(+)-Glutamate 

89.5 

94.7 

96.5 

tt 

ft 

Succinate 

97.3 

98.4 

Complete 

tt 

tt 

Fumarate 

Complete 

94.8 


It 

tt 


inhibitor of oxidations produced by the bacteria under study. At 
a concentration of 0.005 m, it inhibited to a large extent the 
oxidation of all substrates with few exceptions. (Among the 
exceptions must be mentioned the oxidation of fumarate, which 
was inhibited only to a small degree in M. freudenreichii, Ps. 
aeruginosa, and G. telragena (Table IX)). It is known (Dickens 
(47), Rapkine (4S)) that iodoacetic acid reacts readily with — SH 
derivatives like cysteine, glutathione, and the — SH groups of 
proteins, as well as with the NHa group of amino acids (Michaelis 
and Schubert (49)), although the latter reaction requires conditions 
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unlikely to be found in biological reactions (high temperature and 
alkalinity). If iodoacctic acid acts by combining with the — SH 
groups of the protein component of the oxidation enzymes (Rap- 
kine (16)), there is the possibility that in these bacteria the ac- 
tivating proteins of the oxidation enzymes for all the substances 
studied contain — SH groups, the presence of which is essential 
for their activity. 


T.vble IX 

EJjccl of CIIiICOOII on Oxidations Produced bij Bacteria 
The results represent the per cent of inhibition at different CH:ICOOH 
concentrations. 


Sjbatrato 

M, frc\0dtT\~ 
rcic^it 

S 

Pi. ccrujtnoja j 

A /atcalu, 
Strom 2 

Q,Ulra^ 

sera 



OOOSu 





OOOlu 

None 

None! 

Xone 

51 0 

78 0 

None 

40 0 

None 

None 

Glucose 



57 4 

75 0 

41 6 

SO 0 

72 0 

72.0 

Hexose diphosphate 

6S.0 


83.0 

SO 6 

None, 




“ monophos- 



1 






phato 

54.0 


60.0 

70.0 

4< 

84.0 



Lactate 

64 0 


47 5 I 

79 0 

50 0 

66 0 

51 0 

64.0 

Pyruvate 

83 0 


73.4 




89 0 

74.0 

Butyrate . 

75 0 

67 5 

96 4 

86.4 

47 3 



* 

Propionate .... 

83.5 

79.0 

• 

90.6 

85 0 


* 

31.0 

-Veetate- 

68 7 

31.3 

97.1 

92 2 

87 0 

• 

* 


Formate 

53 0 

None 


75.0 

65.0 

94 0 

None 

63.0 

Ethyl alcohol 

34 0 


89.7 

84 0 

39 0 


♦ 

5 0 

Glycerol 

35 0 


None 

74.0 

15 0 


* 


dl-.Vlanine . . 

50 3 

42 5 

84.3 

88.0 

33 0 



9.0 

l(-f )-Glutamate ... 

54 3 

25.2 

58 8 

84.5 



72.0 

34 0 

Succinate 

59 S 

31.8 

96 7 

89.4 

None 


96.0 

None 

Fumarate 

18 0 

18 0 

94 2 

45 0 

“ 



tf 


* Complete inhibition. 


SUMiLXRY 

The bacteria studied here demonstrate that glucose can be 
oxidized before previous fermentation, thus distinguishing clearly 
the fermentation process from the oxidation process. Of this 
group of non-glucose-fermenting bacteria, there were only two 
unable to oxidize glucose {Micrococcus freudenreichii and Al- 
caligenes faecalis, Strain 2). Because these bacteria did oxidize 
phosphorylated hexose (hexose monophosphate and diphosphate) 
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as well as a nvimber of saturated fatty acids, hydroxy acids, keto 
acids, amino acids, and alcohols, it may be concluded that failure 
to oxidize glucose is due to lack of phosphorylation. Phosphoryla- 
tion occurs in the presence of a protein (phosphorylase) and ade- 
nine triphosphate. The failure to induce phosphorylation of 
glucose, and hence its oxidation, by adding adenine triphosphate 
is an indication that lack of phosphorylation is due to lack of the 
protein of the phosphorylating enzyme. The oxidation of glu- 
cose was generally accompanied by CO 2 production, the k.q. being 
about 1; Micrococcus piltonensis oxidized glucose without CO 2 pro- 
duction. With Pseudomonas aeruginosa there was complete oxida- 
tion of glucose, for about 6 moles of O 2 were taken up per mole 
of glucose. 

The complete inhibition of the oxidation of hexose monophos- 
phate and unnatural amino acids by HCN, a phenomenon pre- 
viously observed for the latter substrates by Webster and Bern- 
heim (38), is presented here in support of the view that the com- 
ponents of individual o.xidation systems are not the same but vary 
in different cells. Thus, in these bacteria hexose monophosphate 
and unnatural amino acids are oxidized through the mediation of 
the cytochrome system or some other heavy metal catalyst, and 
not through the direct reaction between alloxazine and molecular 
oxygen, as happens in the enzyme systems isolated by Warburg 
and his coworkers. This concept of varied mechanisms of oxida- 
tion of individual substrates, which will be further strengthened 
with experiments on bacteria lacking the cytochrome system, must 
always be kept in mind to check rash generalizations from work 
done on the isolation of the components of oxidation enzymes. 

The experiments on CH 2 ICOOH inhibition of biological oxida- 
tions wore performed to show that this substance is not a specific 
inhibitor of the anaerobic splitting of glucose. Almost all oxida- 
tions studied in this paper were inhibited by CH 2 ICOOH. 
Whether this inhibition demonstrates that the protein components 
of all these oxidation enzymes contain in these bacteria — SH 
active groups which become inactive on combination with 
CH 2 ICOOH is still a question. Both the inhibition by HCN of 
all oxidations and the presence of cytochromes are offered in 
favor of the view that the cytochrome system is a necessary com- 
ponent of all the o.xidation enzymes in these bacteria. An excep- 
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tion may be tlie oxidation of catccliol by some of the bacteria 
{Pscudomo/ms acrwjiiwsa, Phylomonas cainpcsln's, Gaffkija telra- 
gena), for the oxidation was completely inhibited by 8-hydroxy- 
quinoline and by salicyl aldoximc which forms a complex com- 
pound with copper. 

The same distinction between aerobic and anaerobic metabolism 
(oxidation and fermentation) has also been demonstrated with 
pynivate. .Vs a rule, cells possessing fermentation enzymes are 
able to split pyruvate in the absence of oxygen; it may now be 
added that cells unable to ferment glucose are also unable to 
split pyruvate in the absence of oxygen. Of the seven bacteria 
studied in this paper, four failed completely to split pyruvate 
in the absence of oxygen (Phylomonas campcslris, Sarcina lulea, 
Micrococcus pilloncnsis, and Micrococcus freudcnreichii); the other 
three split it at extremely stow rates compared with the rates of 
oxidation. Since there arc cells able to o.xidize pyruvate while 
unable to ferment it, although the necessary coenzymes are pres- 
ent, it may be postulated that there are two different activating 
proteins, one for the oxidation, the other for the fermentation of 
pyruvate. 
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(Received for publication, October IG, 1!M0) 

Attention ha^ recently been focused on the .mixed thio ether 
of a-alanine and a-aminobutj'ric acid 

NH, NH, 

I I 

HOOC- CH- CH:- CH,- S- CH-- CH- COOH 

which may be regarded as either a derivative of cysteine or homo- 
cysteine. This compound, S-G3-amino-/3-carboxyethyl)-horao- 
ej'steine, was suggested several years ago by Brand and co- 
workers (1) as a possible intermediate in the in vivo conversion of 
methionine to cystine. Toennics (2) has, in addition, recently 
dratvn attention to the methyl sulfonium base of this mLxed 
thio ether as another possible intermediate in the conversion just 
mentioned. Additional interest in the mixed thio ether also 
arises from the fact that Horn and Jones (3) have isolated, from 
a plant grown on seleniferous soil, a substance which appears to 
be an isomorphous combination of this thio ether and 2 molecules 
of the selenium analogue. 

The first mention of such a thio ether structure in connection 
with biological material was in the work of Kuster and Irion (4) 
in which a substance, believed to have this structure, was iso- 
lated from a hydrolysate of wool. The wmol, how'ever, had been 
treated with 3 per cent sodium sulfide solution for 20 days before 
the hydrolysis with acid and it is indeed possible that the com- 
pound may have arisen during this treatment, since the isolation 
could not be repeated by them. The compoimd isolated had an 
empirical formula w'hich corresponded to that of such a thio 
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ether, but the evidence in proof of the suggested structure was 
admittedly very inadequate. 

With the purpose in mind of testing the possible role of the 
thio ether in sulfur metabolism, its synthesis was undertaken. 
Homocysteine, prepared by the method of Riegel and du Vi- 
gneaud (5), and a-amino-/3-cliloropropionic acid, prepared from 
serine by a modification of the method of Fischer and Raske (6), 
were combined in strongly alkaline solution to produce the de- 
sired S-()3-amino-/3-carboxyethyl)-homocysteine. Subsequent ex- 
periments showed that a better over-all yield from serine could be 
obtained by using directly the methyl a-amino-;8-chloropropi- 
onate hydrochloride without conversion to and isolation of the 
free acid. 


EXPERIMENTAL 

S-(^-A mino-^-Carboxyelhyl)-Homoc]jsteine — For the preparation 
of largo quantities of methyl a-amino-/3-chloropropionate hydro- 
chloride a modification of the method of Fischer and Raske (6) 
was used. 400 cc. of acetyl chloride were placed in a 1 liter, 3- 
necked flask which was equipped with a stirrer and gas inlet tube. 
The flask was cooled in an ice bath, and dry HCl was passed into 
the solution for a short time. The introduction of HCl was con- 
tinued, and 50 gm. of finely pulverized serine methyl ester hydro- 
chloride (7) were added. The introduction of HCl was stopped 
and 75 gm. of finely pulverized PCI5 were added in small portions 
over a period of 20 minutes. The solids dissolved slowly and some 
flocculent precipitate began to appear. The stirring was con- 
tinued at room temperature for 45 minutes and then 300 cc. of 
high boiling petroleum ether were added in 25 to 50 cc. portions 
during a period of 30 minutes. It is of advantage to add seed 
crystals during the addition of the petroleum ether. The precipi- 
tate, which was collected on a large sintered glass funnel, was 
washed twice by suspension in 400 cc. of high boiling petroleum 
ether and finally by suspension in low boiling petroleum ether. 
The product was dried in vacuo and amounted to 47 to 52 gm., 
which represents S5 to 90 per cent of the theoretical yield. This 
product decomposed from 130-135° and is satisfactory for use 
in the subsequent steps. The recrystallized product decom- 
posed at 132-135° wliich agreed \vith the decomposition point 
reported by Fischer and Raske (6). 
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The condensation of the methyl a-amino-/3-chloropropionate 
with homocysteine was carried out in the following way. To 
20 gm. of homocysteine in 25 cc. of o.xygen-free water were added 
35 gm. of KOH in 40 cc. of water. An atmosphere of nitrogen 
was maintained in contact with the solution. With vigorous 
stirring 27 gm. of the methyl a-amino-j3-chloropropionate were 
added during a 20 minute period. The temperature was main- 
tained at 50° by occasional cooling. The stirring was then con- 
tinued at room temperature for 3 hours. The mixture was then 
diluted with 3 volumes of water and, after the solution had been 
cooled in an ice bath, it was neutralized with concentrated HI. 
It was then made alkaline to litmus with NHiOH, a drop of FeCb 
was added, and the solution was gently aerated to o.xidize the 
homocysteine present. 5 gm. of homocystine were removed by 
filtration and the solution was concentrated to a volume of 150 
cc. The solution was again filtered to remove a further small 
amount of homocystine and then was filtered through a layer of 
charcoal. 3 volumes of alcohol were added, and the precipitate, 
which was deposited after standing overnight in the refrigerator, 
amounted to 12 gm. This precipitate was dissolved in 400 cc. 
of water. It was filtered to remove a small amount of homo- 
cystine and an equal volume of alcohol was added to the filtrate. 
The product which was obtained was twice recrystallized by solu- 
tion in water and precipitation by alcohol. After the material 
was washed by suspension in alcohol and then in ether, 6.1 gm. 
of the compound were obtained, representing 18 per cent of the 
theoretical yield. In addition, 28 per cent of the homocysteine 
used was recovered as homocystine. The compound decom- 
posed at 270° and had the following composition. 

CjHuO.N-.S. Calculated. N 12.58, S 14.39 
Found. “ 12.42, “ 14.58 

The synthetic product possessed properties which might be 
e.xpected of such a thio ether. A negative nitropnisside test was 
obtained both before and after treatment with sodium cyanide. 
The nitrogen was shown to be entirely present as amino nitrogen 
by the Van Slyke procedure. Treatment of the compound with 
concentrated HI resulted in considerable decomposition but small 
amoimts of homocysteine thiolactone and cysteine were shown 
to be present in the reaction mixtme, thus demonstrating the 
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presence of these moieties in the synthetic compound. The 
synthetic compound is very likely a mixture of the two inactive 
modifications which are theoretically possible due to the presence 
of 2 asymmetric carbon atoms. No evidence of fractionation was 
observed during the isolation of the compound. 

The synthesis was also carried out with the sodium salt of homo- 
C 3 '^steine which was obtained by the reduction of S-benzylhomo- 
cysteine by Na in liquid NH3. This was done to circumvent 
the necessity for isolating the homocysteine. 60 gm. of benzyl- 
homocysteine were dissolved in liquid NH3 and reduced ( 5 ). 
The NH3 was distilled and the residual NH3 removed by evacua- 
tion. The residue was dissolved in 60 cc. of cold oxygen-free 
water and 60 gm. of KOH in 50 cc. of water were added, followed 
by 45 gm. of methyl Q!-amino-/3-chloropropionate hydrochloride. 
The product was isolated by the procedure described above and 
amounted to 8 to 9 gm., representing 13 to 15 per cent of the 
theoretical yield based on the benzylhomocysteine used. 

N ,N'-Dicarbohe7izoxy~S-{^~Amino-^-Carhoxyethyl)-Homocysteinc 
— 250 mg. of the S-(j8-amino-/3-carboxyethyl)-homocysteine were 
dissolved in 0.5 cc. of water and 0.6 gm. of carbobenzoxy chloride 
and 1.0 cc. of 4 N NaOH were added slowly with vigorous shaking 
over a period of 30 minutes. The alkaline solution was extracted 
with ether, acidified with H 2 SO 4 , and was exhaustively e,xtracted 
with ether. The ether extract was evaporated to dryness and 
the residue was dissolved in ethyl acetate and precipitated by 
petroleum ether. The viscous oil was then rubbed up with three 
portions of petroleum ether and was finally dissolved in CHCI3 
and precipitated by gradual addition of petroleum ether. The 
product melted at 108-111° with slow decomposition. 

CijHjsOaNjS. Calculiitccl. C 56.31, H 5.34, N 5.71, S 6.53 
Found. “ 55.90, “ 5.41, “ 5.70, “ 6.72 

The authors wish to thank Dr. J. R. Rachele of this laboratory 
for carrying out the microanalyses. 

SU.MMAUY 

The synthesis is presented of the thio ether, S-(j3-amino-/3- 
carboxyethyl)-homocysteine, which was reported by Kiister and 
Irion to have been isolated from sodium sulfide-treated wool 
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and by Horn and Jones from a plant grown on seleniferous 
soil. The synthesis was brought about through the reaction of 
a-amino-/3-chloropropionic acid with homocysteine in strongly 
alkaline solution. 
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CARBON MONOXIDE IN BLOOD 

By F. J. W. ROUGHTON 
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(Received for publication, October 11, 1940) 

There are two chief manometric methods for estimating CO in 
blood; vi:., that due to Van Slyke and Neill (4) and that due to 
Sendroy and Liu (3). In both of these the first stage is the libera- 
tion of all the 0*, COj, CO, and Nj of the blood by shaking in 
vacuo 4vith acid ferricyanide. In the Van Slyke-Neill method 
the Os and COs are then absorbed with alkaline hyposulfite, leaving 
a residue of CO and N*. The amount of Ns is calculated from its 
solubility in blood and thence by subtraction the CO content is 
obtained. Owing to the blank correction for dissolved Ns and 
also for the slight reabsorption of CO by the reduced hemoglobin, 
which is formed after the addition of the hyposulfite, the method 
is only accurate to 0.2 volume per cent CO, but this is good enough 
for many purposes. 

In the Sendroy-Liu method the e.\tracted gas is transferred to a 
Hempel pipette contaiiung alkaline pyrogallol and the Os and 
COs therein are absorbed. The gas is then returned to the usual 
Van Slyke-Neill chamber and the CO estimated by absorption 
with cuprous chloride. The method is more difficult and much 
more elaborate than the Van Slyke-Neill method, but gives as 
high an accuracy as is ever likely to be needed. 

The method now to be described is as simple as the Van Slyke- 
Neill method but approaches the Sendroy-Liu method in accuracy. 
It has a further advantage, not possessed by any previous method; 
namely, that it can be used in Barcroft diflterential manometers 
as well as in the Van Slyke-Neill manometers, and so may be of 
service in laboratories which happen to be better equipped with 
the former. 
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CO Eslimalion in Van Slyke-N.eill Manometer 

Principle of Method — ^The blood is laked and shaken in the 
Van Slyke-Neill chamber with a sodium glycinate-hyposulfite 
(pH about 10) mixture in the dark for 3 minutes. The O 2 and 
CO 2 remain in solution chemically bound, but practically all the 
dissolved N 2 is extracted into the vacuum. The affinity of CO 
for reduced hemoglobin is, under these conditions, so high that 
no appreciable amount is normally liberated.^ The extracted N 2 
is quantitatively ejected and excess KsFeCye drawn into the cham- 
ber, which is then shaken until the whole of the COHb is disso- 
ciated. The only gas evolved is CO, which can therefore be 
measured accurately -without use of cuprous chloride or other 
special absorbing reagents. The manipulative procedure is thus 
exceptionally easy. 

Reagents Required — 

Saponin solution. 1 gm. of Merck’s saponin is dissolved in 
100 cc. of water. 

Glycinate-hyposulfite solution. This is a 1.0 M solution of 
glycine in 0.9 M NaOH, containing 2 per cent hyposulfite. 50 
cc. of it are enough for a day’s work and are prepared freshly as 
follows; 3.75 gm. of glycine (analytical reagent) are dissolved 
in 45 cc. of carbonate-frce 1 n NaOH in a 50 cc. stoppered cylinder. 
1 gm. of Na 2 S 20 i is added, the stopper inverted, and the solid 
dissolved with minimal shaking. The volume is then made up 
to 50 cc. and the solution at once transferred to a burette under 
paraffin oil. It should only be used on the day of preparation. 

Potassium ferricyanide solution, 32 per cent. This solution 
is deaerated in a vacuous Barcroft tonometer rather than in the 
Van Slyke-Neill chamber, since strong KaFeCye oxidizes mercury 
rather readily. The solution is stored in a burette. 

1 The following consider.'itions indicate that no significant proportion 
of CO from the COHb will escape into the gas phase during the 3 minute 
extraction. At least an hour’s shaking would be needed for equilibrium 
between the CO in the liquid and gas phases and even then inspection of the 
COHb dissociation curve shows that the volume of CO liberated into the 
gas phase should not exceed 0.5 c.mm., if the percentage saturation of the 
hemoglobin lies within the range for which the present method is intended; 
viz., 0 to 40 per cent. In 3 minutes the amount of CO liberated should thus 
be utterly negligible. 
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Procedure 

4 drops of octyl iilcohol are drawn into the Van Slyke-Xeill 
chamber and 2 cc. of saponin solution are then placed in the cup. 
2 cc. of the blood are then drawn into the chamber, followed by the 
2 cc. of saponin. The blood and saponin are mixed in the cham- 
ber, and, after 1 minute for laking to be complete, 1.5 cc. of the 
glycinatc-hyposulfite solution are drawn into the chamber which 
is then covered by black paper (or tin-foil). The mercury is 
lowered to the 50 cc. mark and the mixed solution shaken in vacuo 
for 3 minutes. The black paper is then removed and the extracted 
X; is quantitatively ejected. 0.5 cc. of deaerated ferricyanide is 
drawn into the chamber, the mercury' lowered to the 50 cc. mark, 
and the chamber shaken for 10 minutes. The pressure is meas- 
ured at the 2.0 or 0.5 cc. mark. The solution is then reevacuated 
and shaken for a further 5 minute period to check that the end- 
point has been reached (pressure reading pi). This is so if p- — pi 
> 0.3 mm. of Hg, as should be the case if the temperature is 22® or 
over. 

The gas is then quantitatively ejected and a final pressure read- 
ing taken, pj. 

The CO content of the blood = (p 3 — — c) X constant. 

The c correction is obtained by a blank wth water in place of 
blood. It should not exceed 0.5 mm. of Hg, being mainly due to 
dissolved Xj which is not quite completely extracted during the 
first shaking. The value of the constant, correct to within 0.1 
per cent, is given by the most right-hand column of Table 30 of 
Peters and Van Slyke (2). Thus at 23° the constant = 0.1215, 
and if (pj — pz — c) = 15 mm. of Hg, the CO content = 1.83 
volumes per cent. The whole procedure takes about 30 minutes, 
but in nearly' half of this time the obser\’er is free to undertake 
some other task. At temperatures below 20® longer shaking 
periods are necessary, owing to the high temperature coefficient 
of the rate of dissociation of COHb. The method has only been 
used over the range 0 to 30 per cent COHb saturation, since this 
is of most practical importance in blood volume determinations 
and in estimations of relatively small degrees of CO poisoning. 
It gives equally good results with human, pig, and ox blood, and 
in the presence of heparin or oxalate as anticoagulant. It works 
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also with defibrinated blood with or without 1 per cent boric acid 
as preservative. 

Accuracy — The maximum discrepancy between duplicate values 
of (pz — Pi — c) was found to be 0.6 mm. of Hg, while the average 
was 0.4 mm. of Hg. The latter is near to the limits of accuracy 
of the Van Slyke-Neill apparatus, and with 2 cc. blood samples 
corresponds to a figure of 0.05 volume per cent CO or to 0.25 per 
cent saturation with CO. This precision is of the same order as 
is claimed in the Sendroy-Liu method, and is as great as is needed 
for practical purposes. For this reason no tests have yet been 
made with 5 cc. blood samples, though presumably the same pro- 
portionate increase in precision would be obtained as is found in 
the Sendroy-Liu method. 

A further check on the accuracy of the method is provided by 
the comparisons with other methods which are summarized in 
Table II. This will be discussed later. 

CO Estimation in Barcroft Manometer 

Principle of Method and Reagents Required — ^The principle is 
exactly the same as in the Van Slyke-Neill manometer except that 
the CO is liberated into a gas phase consisting of N 2 at atmospheric 
pressure instead of into a vacuum. The only additional solution 
required is 1 per cent NaCl, the other reagents being identical 
with those used in the Van Slyke method, though there is no need 
in this case to deaerate the ferricyanide. A tank of compressed 
No and a 5 liter pressure-equalizing bottle are also required. 

Procedure 

2 cc. of saponin solution and 2 cc. of 1 per cent NaCl are run 
into the left-hand bottle. Bottle L, of the Barcroft apparatus; then 
2 cc. of saponin solution and 2 cc. of the blood sample are run 
into Bottle R, the right-hand bottle. Bottle R is then mixed by 
two quick shakes, no appreciable COHb dissociation being caused 
thereby. 1.5 cc. of the glycine-hyposulfite solution are next run 
below the surface of the liquid in Bottle L, and then similarly in 
Bottle R. A Keilin dangling tube containing 0.5 cc. of 32 per cent 
ferricyanide is then loaded into Bottles L and R respectively and 
the two bottles are at once fixed to the Barcroft manometer, the 
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taps and joints of which must be thoroughly gas-tight. The 
manometer is connected to a water filter pump and the whole 
apparatus evacuated to 0.1 atmosphere and washed thrice with 
Nj gas. Finally the bottles and their connections to the gage are 
left filled with Nj at atmospheric pressure. The manometer is 
then at once mounted in a bath and shaken at about 120 round 
trips per minute, temperature 20-25°. The whole filling process 
should take about 6 minutes and care should be taken not to 
e.\pose the hyposulfite unduly to the air, nor to allow the Nj to 
enter the manometers too suddenly after the pressure in them has 
been reduced, as otherwise the gage liquid may be blown over. 
After 10 to 15 minutes shaking, the gage readings generally become 
steady, temperature equilibration and absorption of traces of Oi 
in the commercial N- both being complete in this time. The 
manometer is then quickly lifted out of its stand, and the Keilin 
cups dislodged by a sharp tap so that the ferricyanide is mixed 
with the solutions in each bottle. The manometer is at once 
returned to the shaker and shaking continued until there is no 
further evolution of gas. The time required for this is usually 
25 to 30 minutes at 22°. The CO content of the blood is then 
calculated with the aid of the constant of the apparatus deter- 
mined by the mercury weighing method as described by Dixon 
(1). Table I shows a typical protocol of quadruplicate deter- 
minations on a sample of ox blood containing 15 per cent COHb. 

Each pair of columns gives the readings of the left and right 
limbs of the manometer, the serial number of wrhich is at the 
head. The letter K shows the stage at which the contents of the 
Keilin cups are shaken into the blood. In the case of Manometer 
BR the shaking was continued for 45 minutes after the end-point 
had been reached, in order to make sure there was no drift. In a 
few cases shaking was continued as long as 24 hours, and even then 
drifts of no more than 1.0 mm. w'ere observed, which might very 
well be attributed to decomposition of the solutions or to very 
slight leakage. The only instance in which a satisfactory end- 
point was not obtained was w'hen the hyposulfite used appeared 
to contain some sulfide. Here the results were worthless, for 
much less than the expected volmne of CO was evolved, and then 
followed a steady absorption of some gas. Care must therefore 
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be taken to use a good sample of Na 2 S 204 . That used in the pres- 
ent work was supplied by The British Drug Houses, Ltd., and the 
solid was kept out of contact with air as far as possible. 


Table I 

Barcrofl Method for Estimating CO in Blood 


A 2 cc. sample of defibrinated ox blood treated with 1 per cent boric 
acid as preservative. 


Time 

Manometer BR 

Manometer B55 

Manometer B54 

Manometer B66 

Left 

Right 

Left 

Right 

Left 

Right 

Left 

Right 

min. 




■I 





0 









5 

101.4 

109.3 







10 

101.8 

109.0 

100.9 






15 

101.9 

109.0 

100.6 

H 






K* 







20 

93.9 

117.0 

100.6 

101.3 

939 

068 






K 





25 

90.7 

120.2 


93.0 

958 

951 



30 

89.9 

120.9 


91.2 

961 

950 

710 

853 

35 

89.9 

120.9 


90.5 

961 

950 

680 

1091 






K 



40 

89.7 

121.0 

111.7 

90.3 


902 

680 

1093 

45 

89.7 

121.0 

111.7 

90.3 


852 

680 

1094 








K 

50 

89.7 

121.0 

111.7 

90.2 

IQ 

845 

752 

1026 

55 

89.6 

121.1 

111.7 

90.3 

1 mn 

841 

786 

996 

60 

89. 6 

121.1 

111.7 

90.3 

1 mm 

840 

789 

990 

65 

89.6 

121.1 

111.7 

90.0 

1 n81 

840 

789 

990 

85 

89.6 

121.1 







CO evolved, 









7>wi. gage fluid 

24.4 

22.4 

22.1 

21 

.3 

Constant 

242 

255 

265 

266 

CO, vol. % 

2.95 

2.86 

2.93 

2.84 


Average = 2.90 volumes per cent. 

CO content by Van Slyke method = 2.91 volumes per cent. 

* K represents the stage at which the contents of the Keilin cups are 
shaken into the blood. 
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The method has been tested under the same range of conditions 
as the Van Slyke method (sec above). 

Accuracy and Applicability — In some thirty duplicates, there 
was only one case in which the discrepancy was greater than 0.2 
volume per cent CO (i.e., 1 per cent COHb saturation). The 
average discrepancy was 0.12 volume per cent CO (i.e., 0.6 per 
cent COHb). The method is thus only about one-third as 
accurate as the Van Slyke method described above. Since no 
Barcroft method has hitherto been available for CO estimations 
in blood, the present one was thoroughly tested against the Van 
Slyke method of this paper. The maximum discrepancy between 
these two methods was 0.14 volume per cent CO(=0.7 per cent 
COHb), and the average discrepancy 0.06 volume per cent CO( = 
0.3 per cent COHb). The mean of several Barcroft determina- 
tions on one sample agrees extraordinarily closely with the results 
obtained by the Van Slyke method (Table II). 

The time taken for a single determination is 45 to 50 minutes, 
but most of this time is spent in shaking; in a series of deter- 
minations the method is much more expeditious, for as Table I 
shows it is possible to load the contents of the Barcroft apparatus 
into the shaker at the rate of one per 10 minutes and to complete 
ten determinations within a space of 2 hours. The Barcroft 
method is thus amply accurate for measuring small amounts of 
CO in the blood of subjects whose occupation renders them liable 
to CO poisoning. It is indeed particularly suitable for application 
on a large scale, since the contents of twelve or more Barcroft 
manometers can easily be shaken simultaneously and data on a 
large number of indi\’iduals subject to a given condition can thus 
be quickly and readily secured. For blood volume determina- 
tions with small amounts of CO it is perhaps, at best, only just 
e.xact enough, though even here it offers one compensatory ad- 
vantage; namely, that if the blood from the subject before breath- 
ing CO is placed in Bottle L (in place of 1 per cent N^aCI) and the 
blood after breathing CO is placed in Bottle R, the manometer 
reading gives directly the increase in CO content of the blood as a 
result of inspiring the measured volume of CO. With the Van 
Slyke methods two separate CO determinations are necessary, 
and the CO increase of the blood obtained therefrom by subtract- 
ing the first from the second thus leads to some loss in accuracy. 
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The success of the method with the Barcroft manometers sug- 
gests that it should be equally feasible with the Warburg mano- 
metric technique, but owing to lack of time this has not yet been 
tried. 

Comparison with Other Methods — Table II summarizes the com- 
parisons of the methods of the present paper mth each other and 
with previous methods. The results are expressed in volumes per 
cent of CO. 

In the mixture method 4.7 cc. of CO-saturated blood were 
mixed with 32.6 cc. of aerated blood, and the CO content of the 
mixture calculated from the combining capacity of the blood and 
the CO content of the aerated blood. 


Table II 

Co7nj}arison of Volumes Per Cent of CO by Present and Previous Methods 


Van Slyko method 
of this paper 

Barcroft method 
of this paper j 

Mixture method 

Method of Van Slyke 
and Neill 

2 . 08 ( 1 ) 




2 . 90 ( 1 ) 




3 . 09 ( 1 ) 


1 


4 . 50 ( 1 ) 

4 . 60 ( 1 ) 


4 . 49 ( 1 ) 

4 . 68 ( 1 ) 

4 . 82 ( 1 ) 



4 . 52 ( 1 ) 

4 . 58 ( 1 ) 


! 

2 . 66 ( 1 ) 

2 . 25 ( 1 ) 

2 . 55 ( 1 ) 

2 . 30 ( 1 ) 

7.10 





The figures in parentheses represent the number of determinations. 

* This sample of blood was first freed of dissolved Ni before being 
treated with CO, thus eliminating the uncertainty in the Van Slyke-Neill 
method due to the correction for dissolved Nj. 

The results of the present paper not only agree satisfactorily 
with one another, but also, within experimental error, with the 
results of the previous methods. 

STJMMAny 

Normally blood contains four gases; viz., O2, CO2, No, and CO. 
The principle of the method is to bind the Oo and COo by mixing 
the blood solutions with an alkaline glycinate-hyposulfite mixture, 
and at the same time to evolve the No into the gas phase. The 
only remaining gas in solution is then CO, which is subsequently 
liberated by shaking with neutral ferricyanide solution. The 
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technique cnu be carried out botli in the Van Slyke-Xcill apparatus 
and in the Barcrott differential manometer. The tu'O apparatus 
give e.\tremel 3 ' concordant results both with each other and with 
alternative methods of estimating CO in blood. 

In the \'an Slj-kc-Xeill apparatus the method gives results of 
the same order of precision as the Sendroj'-Liu method (viz. 
±0.025 volume per cent of CO with a 2 cc. blood sample); it is, 
however, ver^' much simpler, being indeed easier than the Van 
Slj’ke-Xeill method, since no special gas-absorbing agents are 
required. 

The results with the Barcroft apparatus are not quite so accu- 
rate, but this technique is especiallj' convenient when a large num- 
ber of estimations are required in the course of 1 day. 

Mj' thanks are due to Dr. M. Di.von and Professor D. Keilin 
for help with, and loan of, the Barcroft apparatus. I am also 
grateful to Professor C. Lovatt Evans and to Professor H. C. 
Bazett for courtesies extended to me in their respective labora- 
tories. 
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mFLUENCE OF DIFFERENT NUTRITIONAL CONDITIONS 
UPON THE LEVEL OF ATTAINMENT IN THE NORMAL 

INCREASE OF CALCIUM IN THE GROWING BODY* 

By CAROLIXE SHERMAX LAXFORD, H. L. CAMPBELL, 

AND H. C. SHERMAX 

(From the Department of Chemistry, Columbia University, New York) 
(Received for publication, September 13, 1940) 

In an earlier paper (1) it was shown that the percentage of 
calcium in the body at all ages from late infancy (28 days) to full 
maturity (1 year) is notably greater in rats on a family diet con- 
taining O.&^l per cent of calcium in the dry food mixture than in 
those whose diet is exactly similar except that the calcium content 
is only 0.20 per cent. Moreover, the rale at which normally de- 
veloping individuals approach the full adult percentage of body 
calcium that their particular diet permits is more rapid at the 
higher level of calcium intake. When the diet is further enriched 
with calcium salts to bring its total calcium content to 0.80 per 
cent of the dry food, the rate of body calcification, but not the 
final percentage, is augmented stUl further. 

The investigation here reported takes as its starting point a diet 
which is higher in calcium content (0.35 per cent) and better 
proportioned with regard to other nutritional factors as well. 
This basal ration is the Diet B (Laboratory No. 13) of earlier 
papers (2) and consists of one-third dried w’hole milk and two- 
thirds ground w'hole wheat (with sodium chloride and distilled 
water), as contrasted with one-sixth dried whole milk and five- 
sLxths whole wheat in the basal diet of the previous experiments of 
Lanford and Sherman (1). 

Thus the present e.xperiments deal with relatively smaller in- 
creases in the level of calcium intake; and these are superimposed 
upon a basal diet of slightly higher protein content and consider- 
ably richer in riboflavin and in vitamin A. 

* The aid of a grant from the Carnegie Corporation of Xew York through 
the Carnegie Institution of Washington is gratefully acknowledged. 
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EXPEHIMENTAL 

The aaimals used in the present investigation were albino rats 
of the Osboriie-Mendel strain, pure bred in our laboratory for 
over 50 generations, and those analyzed as representative of the 
effects of a given diet were in all cases of second and third genera- 
tions on the particular diet; that is, the family had subsisted upon 
the stated diet since the infancy of the parents or of the grand- 
parents of the individuals analyzed. 

In the selection of those analyzed at 28 days of age the plan 
was that, of the twenty-five animals of each sex taken from fam- 
ilies on each diet, ten should be early offsprmg of as many mothers, 
ten others should be later offspring of the same mothers, and the 
remaining five should, be representative third generation young 
chosen at random. 

For analysis at later ages, sixteen males and sixteen females, 
likewise of the second or a later generation on the family diet, 
were continued on their respective diets until 60 days of age, when 
they were killed for calcium determination; others were kept on 
the diet until 90 days of age. Sixteen males, but fewer females, 
were similarly reared to 180 days for analysis; and twenty-five 
males were reared to 1 year of age. 

When the animals attained the specified age, they were killed 
by chloroform, the gastrointestinal tract removed and the weight 
of its contents determined, the remaining carcass^ cremated, and 
the ash dissolved and analyzed for calcium by the volumetric 
(or, in a few cases, the gravimetric) modification of the McCrud- 
den method as previously applied in this laboratory (1, 3). 

The diets whose effects were thus studied were Diet 13, consist- 
ing of one-third dried whole milk and two-thirds ground whole 
wheat with sodium chloride added in the proportion of 2 per cent 
of the weight of the wheat, this dry food mixture containing 
0.34 to 0.35 per cent of calcium; Diet 132, like the precedmg except 
that its calcium content was brought to 0.48 per cent by the ad- 
dition of calcium carbonate; and Diet 133, like both the preceding 

* Previous work in this laboratory has shown that the thoroughly 
cleansed gastrointestinal tract of a rat does not contain a weighable amount 
of calcium. Hence its omission in cremation of the animal for calcium 
determination involves no appreciable loss and avoids the possibility of 
contamination with minute particles of undigested food. 
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except that 63' further addition of calcium carbonate the calcium 
content was increased to 0.6-1 per cent. The animals had access 
to their respective diets and to distilled water at all times. 

DISCUSSION 

In Tables I and II are given, for males and unmated females, 
respectiveb', the average values for (1) the net bod}^ weight (j.e., 
the gross bod}' weight less the weight of the gastrointestinal con- 
tents), (2) the weight of body calcium, and (3) the latter value 
as percentage of the former. 

For the 2S, 60, 90, and ISO da3'-old groups, averages are given 
which include all of the animals analyzed. Then, if in an}' group 
an individual showed very marked deviation in calcium content 
from others anab’zed or if the range and distribution of body 
weights within the group did not appear to be representative when 
compared with much larger numbers of the general population, 
a second average is given which e.\clude3 the exceptional indi- 
viduals. Of the 3'ear-old animals, a considerable number which 
had suffered a substantial loss from their maximum bod}' weight 
were c.xcluded before the average shown in Table I was drawn. 

AUain7nenls in Nori/ial Calcification on Basal Diet of Earlier Study 
Compared with Nutritionally Superior Basal Diet of 
Experiments Here Reported [Diets 16 and 13) 

Earlier papers from this laboratory (2) have shown the far 
reaching nutritional superiority of the diet containing one-third, 
compared with that containing one-sixth, whole milk powder in 
the dr}' food mLxture. The data here reported enable us now to 
compare quantitatively (and, we think, conclusively) the calcium 
aspect of the body composition, at different ages, in otherwise 
parallel animals on these tw'o dietaries. On the basis of a statis- 
tical comparison of the data of Tables I and II with those tabulated 
in our previous paper (1), it may be stated briefly that at 1 month, 
6 months, and 1 year of age, the differences in percentage of body 
calcium (resulting from these two diets) are so small that any of 
them standing alone would probably not be regarded as statis- 
tically signifleant. At 2 and 3 months of age, however, there are 
unquestionably significant differences in favor of the diet which, 
with the higher proportion of milk, contains 0.35 per cent of 
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calcium in the dry food, and is also somewhat richer in protein 
and considerably richer in vitamin A and riboflavin. The per- 

Table I 

Calcium Content of Male Rats 


Calcium content 




Ca 

in 

diet 



_ _ _ 

Age 

Diet 

No. 

No. of 



Total 

Per cent of net weight 





Mean 

C.V.* 

Mean =b p.e. 

C.V.’ 

Mean ± p.e. 

C.V.* 

days 


per 

cent 


gm. 



gm 







28 

13 

0.35 

25 



0.318 

db 

0.004 


0.734 

zb 

mi 

3.8 




23t 


10.4 

0.321 

zb 

0.004 

10.1 



mS 

2.9 


132 

0.48 

28 

43.3 


0.345 

db 

0.004 

10.2 

0.799 

± 

onS 

4.4 


133 

0.64 

26 

41.8 

9.6 

0.357 

± 

0.004 

9.6 

0.854 

zb 

oBS 

4.7 

60 

13 

0.35 

16 


12.0 

1.132 

d= 

0.020 

10.6 

0.789 

± 

oR! 

3.8 





BhrI 


1.117 


0.020 

■ ^ 

Eh 

zb 

oRi 

3.9 


132 

0.48 

16 

150.7 

12.4 

1.293 

db 

0.023 



± 

nn| 

3.2 




m 

142.8 

12.2 

1.233 

zb 

0.024 

B 

0.866 

± 

mi 

3.5 


133 

0.64 

16 

134.9 


1.247 

zb 

0.032 

15.4 


zb 

mi 

4.3 




15t 

131.6 

15.4 

1.223 

zb 

0.030 

14.2 

0.934 

zb 

mi 

4.0 

90 

13 

0.35 

16 

221.8 

8.1 

2.013 

± 


' 8.8 

En 

zb 

m| 

4.6 




14t4 

218.1 

5.9 

1.962 

zb 

0.021 

5.9 


± 

mi 

3.0 


132 

0.48 

16 

219.0 

9.0 

2.134 


0.029 

8.2 

0.976 

dh 

mS 

3.9 




lot 

213.9 

4.7 

2.070 

± 

0.021 

4.8 


d: 

mS 

3.7 


133 

0.64 

16 

209.3 

13.6 

2.106 



11.1 


d: 

mS 

5.6 




15t 

210.7 

13.7 

2.101 

± 

0.042 

11.5 



ml 

4.2 

180 

13 

0.35 

14 

301.7 

4.3 

3.112 

± 

0.022 

3.9 



mm 

2.3 


132 

0.48 

16 


8.5 

3.213 

zb 

0.037 

6.9 


± 

mm 

4.0 


133 

0.64 

16 

'Sw 

5.8 

3.315 

zb 

0.026 

4.8 


± 

mm 

3.7 




14t 

'Sxw 

5.0 

3.330 

± 

0.021 

3.6 



m In 

3.7 

1 yr. 

13 

0.35 

18 

343.4 

7.4 

3.756 

± 


5.1 


dr 

m ^ 

4.6 


132 

0.48 

16 

346.2 

7.9 

3.934 

zb 

0.036 

5.4 

1.136 

dr 

m^ 

4.3 


133 

0.64 

18 

346.6 

7.6 

4.046 

± 


6.1 


dr 


5.9 


* C.v. = coefficient of variability. 

t One or more animals included in the averages on the preceding lihe 
were excluded from this series of revised averages because their apparent 
calcium content showed marked variation from others in the group. 

X One or more animals included in the averages on the preceding line 
were excluded from this revised series in order to obtain a group more 
representative in body weight of the general population of the same age, 
sex, and dietary history. 

centages of body calcium in males from this superior diet average 
one-sixth and one-fourth higher, and those in females were one- 
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tliird and onc-fourth higher, at ages of 2 and 3 months, respec- 
tivel}'. This greater gain in percentage of body calcium on the 
moderately enriched and better balanced diet gains added sig- 
nificance from the fact that growth in body weight w’as more 
rapid at the same time; so that the superiority in average gain 
in amount of body calcium is oven greater than that in percentage. 
(See also the discussion of correlation coefficients below.) 


T.\nLE II 

Calcium Conlcnt of Female Rais 



* C.v. = coefficient of variability. 

t Two animals included in the preceding series of averages were e.xcluded 
from this revised series because their calcium contents showed marked 
variations from others in the group. 


Effect of Increasing the Calcium .ds Sole Variable in the Nutri- 
tionally Better Diet {Comparison of Diets 13, 132, and 133) 

From Tables I and II it will be seen that both sexes at all the 
ages studied showed better gains in percentage of body calcium 
when the food contained 0.48 per cent of calcium than when it 
contained 0.35 per cent, and still higher gains on a diet containing 
0.64 per cent of calcium in the dry food. Thus each of these 
stepwise increases of about one-third in calcium of^^the diet results 




















632 


Normal Increase of Body Calcium 


in increasing the percentage of calcium in the body by about one- 
tenth to one-twelfth during the period of most rapid growth, and 
by about one-thirtieth at full maturity. 

When examined by the customary statistical procedure, all of 
the differences in body calcium percentage between animals from 
Diet 13 (0.35 per cent calcium) and those from Diet 132 (0.48 per 
cent calcium) are seen to be “statistically significant.” Similarly 
scrutinized statistically, the differences in body calcium percentage 
resulting from Diet 133 (0.64 per cent calcium) as compared with 
Diet 132 (0.48 per cent) appear to be “established beyond reason- 
able doubt” in the cases of males aged 28 and 60 days, and of 
females aged 28, 60, and 90 days. 

Viewing the data in another light, we see that, throughout the 
period of most rapid growth (1 to 3 months of age in the rat). 

Table III 


Comparison of Rales at Which Animals with Different Dietary Calcium Levels 
Approach Their Respective Mature Attainments 


Diet No. 

1 

Per cent Ca in j 
diet 

Hatio of per cent of body Ca to that at I yr. 

At 2S days 

At 60 days 

At 90 days 

At ISO days 

13 

0.35 

mBM 


0.82 


132 

0.48 


WmM 

0.85 


133 

0.64 

WSM 

HH 

0.85 

■■ 


the animals on the diet "with 0.64 per cent of calcium have at- 
tained a ’percentage of body calcium which corresponds to that of 
animals about 50 days older on the diet with 0.35 per cent of 
calcium. 

Furthermore, when the percentages of body calcium at different 
ages are compared in each case with the percentage attained at 
full maturity (1 year) on the same diet, it appears (as shown nu- 
merically in Table III) that the animals receiving Diet 132 with 
0.48 per cent calcium are, even on this basis, ahead of those on 
Diet 13 (wliich contains 0.35 per cent) during at least the first 3 
months of life, or throughout the period of rapid growth; and that 
animals on Diet 133 (with 0.64 per cent calcium) are, for 2 months 
at least, or while making at least half of their growth, somewhat 
nearer their ultimate body composition mth respect to calcium 
than are corresponding animals on Diet 132. 
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Relation of Body Weight to Percentage of Body Calcium at 
Certain Ages 

lu another study (4) it was shown that there is a strong negative 
correlation between the rate of gain of body weight during a given 
period and the percentage of calcium in the body at the end of 
the period. Investigating, n*ith large numbers of animals all 28 
days old, the relation of body weight to body calcification (in 
animals of the same age and sex, receiving the same diet), and 

Table IV 


Tnlerrctationship bclirccn Net Body Weight at a Given Age and Percentage of 
Body Calcium in Male Rats 


A«o 

Diet No. 

No. of cosca 

Corrclatioa cocfScient, r, d; p.d. 

dc'jt 

23 

13 

23 

-0.216 zfc 0.133 


132 

23 

-0.205 i 0.121 


133 

26 

-0.208 i 0.125 

60 

13 

15 

-0.522 ± 0.125 


132 

11 

-0.692 zk 0.105 


133 

15 

-0.667 ± 0.095 

90 

13 

14 

-0.252 ± 0.187 


132 

10 

-0.352 i 0.185 


133 

15 

-0.539 i 0.122 

180 

13 

14 

-0.381 i 0.152 


132 

16 

-0.572 ± 0.112 


133 

14 

-0.648 ± 0.103 

1 yr.* 

13 

18 

-0.706 ± 0.079 


132 

16 

-0.714 ± 0.082 


133 

18 

—0.586 i 0.105 


• Approximately. 


applying a somewhat different method of statistical interpreta- 
tion, Briwa and Sherman (5) observed only a slight tendency for 
a high body weight to be associated with a low percentage of 
body calcium (and vice versa) in animals of this age. 

The present analyses permit a study of this relationship at 
various ages, from 1 to 12 months, in inditdduals all within the 
normal size range for their age. For this purpose we have com- 
puted the correlation coefficient, r, of Pearson, with the results 
showm in Table IV. It will be seen that our data, like those of 
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Briwa and Sherman, show only a low degree of association between 
degree of calcification and body size at 28 days of age. The data 
for later ages, however, considered as a whole, point to an im- 
portant measure of interrelationship between these two factors, 
greater than average body weight as an individual characteristic 
tending to be accompanied by lower than average percentage of 
body calcium, and vice versa. Perhaps unexpected are the findings 
that this interrelationship appears to be at least as marked at 
the more liberal as at the lower levels of calcium intake, and at 
least as marked at full maturity as during rapid growth. 

SUMMAEY 

Attainments in the normal developmental increase of body 
calcium were studied in rats on a better balanced dietary of higher 
initial calcium content than in previously reported experiments. 
Increasing the calcium content of this superior diet from 0.35 to 

0. 48. to 0.64 per cent resulted in successive increases in percentage 
of body calcium at a given age, the difference induced by each of 
these stepwise increments being one-tenth to one-twelfth at the 
period of most rapid growth and about one-thirtieth at full ma- 
turity. 

The rats on the highest of these levels of intake attained at the 
age of 2 months a percentage of body calcium which those on the 
diet with 0.35 per cent calcium required 50 days more to attain. 

The statistical significance of the findings and their bearings 
upon other aspects of growth and development are discussed. 
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THE AMPHOTERIC NATURE OF THE PRESSOR PRIN- 
CIPLE OF THE POSTERIOR LOBE OF THE 
PITUITARY GLAND 

By ^ULDRED COHN*, GEORGE W. IRVING, Jb.,* and 
VINCENT DD VIGNEAUD 

(From the Department of Biochemistry, Cornell University 
Medical College, i^ew York City) 

(Received for publication, October 5, 1940) 

The electrochemical nature of the active principles of the pos- 
terior lobe of the pituitar}’’ gland has never been unequivocally 
established. It is obvious that a knowledge of their electro- 
chemical properties is e.\'ceedingly significant to our concepts re- 
garding the chemical nature of the compounds. 

On the basis of an e.xtensive study of the active principles, 
ICamm and his coworkers (1) concluded that “both active prin- 
ciples are basic bodies, presumably amines.” MacArthur (2), on 
the other hand, stated that the material which he prepared, and 
which contained both pressor and o.xytocic activity, possessed a 
rather sharp isoelectric point at about pH 5. However, Mac- 
Arthur did not describe the e.xperimental method used to deter- 
mine this value, nor did he give the unitage of the material studied. 

More recently. Freeman, Gulland, and Randall (3) in the course 
of investigating methods of purification studied the electrodialysis 
of the oxytocic principle. The experiments were performed in a 
three cell apparatus in which the pH of the center cell was main- 
tained constant, the alkalinity of the cathode chamber was con- 
trolled by bubbling CO 2 through it, but no attempt was made to 
control the pH of the anode chamber. With this arrangement, 
they found that the activity moved into the cathode chamber at 
pH values up to 8.5; at higher values of pH, the activity did not 
move at all. They concluded that the oxytocic principle is a 
base or is adsorbed on a basic material in the alkaline range. The 

* Parke, Davis and Company Research Fellow. 
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same conclusion was reached from similar evidence concerning 
the pressor substance. There is, however, another possible in- 
terpretation of the results; namely, that the oxytocic and pressor 
substances are amphoteric with isoelectric points in the alkaline 
range. On the basis of this interpretation, the failure of the 
oxytocic and pressor activities to migrate into the anode chamber 
when the pH of the center cell is as high as 12 would be ascribed 
to the impossibility of such ampholytes entering a region of such 
low pH as prevailed in the anode chamber in these experiments. 
The anode chamber was acid at the beginning of each experiment 
and was not controlled in any way during the course of the ex- 
periment. Although Freeman el al. showed that “Savory and 
Moore’s peptone” does migrate into the anode chamber under 
these conditions, it does not necessarily follow that all amphoteric 
substances could migrate into the anode chamber under these 
conditions — it would obviously depend on the isoelectric point 
of the ampholyte. 

Das, Ghosh, and Guha (4) have reported results which differed, 
depending on the experimental method employed. In an appara- 
tus in which membranes were used, the oxytocic activity traveled 
to the cathode at pH 9.4 and below, and at pH 10 small amounts 
moved to both the cathode and anode. When no membranes 
were employed, an isoelectric point was found between pH 5 and 
6. No indication was given of the potency of the material used 
nor of the variation of pH during the experiment. 

In the course of studies on the purification of the active prin- 
ciples by electrophoresis which have been conducted in our labora- 
tory, it was observed that they were unable to enter a compart- 
ment where the pH was maintained at 12 (5). This behavior 
indicated that the pressor and oxytocic principles might be am- 
photeric. Experiments were accordingly designed to establish 
definitely, if possible, the electrochemical nature of the active 
principles. The migration of highly purified preparations of the 
pressor principle in an electric field was studied under conditions 
such that the pH of the region in which the material was traveling 
was maintained constant throughout the experiment. The mi- 
gration of pressor and oxytocic activities was studied over a range 
of pH values in a three cell apparatus which will be described in 
detail later, and also in the Tiselius electrophoresis apparatus. 
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The pressor principle of the posterior lobe of beef pituitary was 
found to be amphoteric, wth an isoelectric point in the region of 
pH lO.S in solutions of 0.02 ionic strength. Preliminary experi- 
ments ^\■ith the o.xytocic principle indicated that it is also ampho- 
teric and that its isoelectric point is about pH 8.5. 

EXPERIMENT.Ui 

Because of the desirability of using small quantities of the 
highly potent pressor material, an apparatus was constructed 
which involved the smallest volumes feasible. The apparatus is 
shown in Fig. 1. The volume of each small section is about 2 cc. 
and they are separated by sintered glass disks 3 mm. thick which 



Fig. 1. Horizontal tube apparatus. The volume of each section is 2 cc 
The sintered glass disks are 3 mm. thick. 

had been sealed into the glass. Each electrode vessel contained 
approximately 600 cc. It was foimd by measuring the pH of the 
cells before and after an e.xperiment that this volume of buffer in 
the electrode vessels was sufficient to keep the pH constant in the 
region of migration of the material for the duration of a 4 hour 
experiment. In order to have all the results comparable and to 
facilitate their interpretation, the salt concentration was always 
0.02 M and only uni-imivalent buffers were used. Below pH 10, 
NH^OH-NHiCl buffer was employed; above pH 10, butylamine- 
butylamine hydrochloride or cyclohexylamine-cyclohexylamine 
hydrochloride (6) was used. The pH values were determined 
with the glass electrode. 
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Pituitary Pressor Principle 


The pressor material used in these experiments had an activity 
of 190 units per mg. and was prepared from beef pituitary glands 
by the method described by Irving, Dyer, and du Vigneaud (5). 
Unfortunately, the active material could not be dialyzed against 
the buffer solution, since it passes through membranes. How- 
ever, at the concentration used, the pH of the buffer was never 
changed more than 0.05 pH unit by the addition of the pressor 
material. 

The procedure followed in this series of experiments was as 
follows; The whole apparatus was filled, except the center cell, 
with the appropriate buffer solution at approximately the same 
level everywhere. The center cell was then filled with 2 cc. of buffer 
solution in wliich 2 mg. of the pressor material had been dissolved. 
The apparatus was kept in a constant temperature bath at 25°. 
A thermometer in the center cell indicated that the temperature did 
not vary appreciably mth the passage of current. A potential dif- 
ference of approximately 115 volts was applied to the system 
through the platinum electrodes and after a given time (2 to 4 
hours) the current was cut off. The contents of each cell were 
then removed by pipette, were acidified with acetic acid, and were 
assayed separately for pressor activity. The assays were per- 
formed in the usual manner by determining the rise of blood pres- 
sure of the dog under chloretone anesthesia. 

The results of a series of experiments in which the pH was varied 
from 9.70 to 11.25 are shown in Table I. Since activity was 
always found in both the anode and cathode cells, the mobility 
which is calculated is a net mobility; i. e., the difference in the 
distance moved in the direction of the anode and the cathode. 
The net mobility, in cm.- volt"*^ sec.“b was calculated from the 
following relationship, 

net fraction moved X length of cell (cm.) 

~ potential gradient (volt per cm.) X time (sec.) 

The potential gradient was determined from the directly measured 
potential drop from the center of one cell to the center of another. 
This measured quantity is an average value, since the potential 
gradient \vithin the disks is considerably higher than in the open 
tube. However, this is the best approximation that can be made 
for the calculation of the mobility and at least gives the correct 
order of magnitude. In Experiment 1, the average potential 



Colin, Irving, and du Vigneaud 


639 


gradient was 6.6 volts per cm.; in all other e.xperiments it was 
approximately 5.4 volts per cm. 

In addition to the obvious errors involved in assay and sampling, 
there are several other errors inherent in this type of apparatus 
wliich maj' affect the quantitative aspects of the results. Owing 
to the presence of the disks, electroosmosis occurred and there was 
a mass motion of the solution in the direction of the cathode. 
However, as soon as a balancing hydrostatic pressure was estab- 
lished, no further motion took place. This phenomenon was ac- 
tually observed and the volume moved was of the order of 0.1 cc. 

T.\ble I 

Electrophoresis Experiments in Three Section Apparatus at 25° 


The beef pressor material had an activity of 100 units per mg. 
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or 5 per cent of the volume of a cell. On the other hand, the disks 
were not entirely uniform and, by a preliminary diffusion experi- 
ment tvith an alternating current, it was found that about 4 per 
cent more of the total material migrated towards the anode cham- 
ber than towards the cathode owing to diffusion. Consequently 
these two effects, namely the electroosraosLs and the as 3 Tnmetric 
diffusion, very nearly compensated one another. However, there 
always remained the question of some specific effect of the sintered 
glass disks on the migration which might invalidate the results. 
For this reason, as well as to obxdate the other sources of error 
already mentioned, it was decided to check the results with the 
Tiselius apparatus when this technique became available. 
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Pituitary Pressor Principle 


The Tiselius apparatus used was the modification described by 
Longsworth and Macinnes (7). The experiments were run at 
0.2° rather than 25° as in the previous series of experiments. The 
concentration of pressor material was less than 0.02 per cent (2 mg. 
in 12 cc.). The migration was not observed optically but the 
contents of the various sections of the cell were analyzed in the 
usual manner by bioassay. Again the material was not dialyzed, 
but was dissolved directly in the buffer solution. At the beginning 
of each experiment, the activity was present only in Sections 2, 3, 
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- 

■ 
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Fig. 2. Cell of the Tiselius electrophoresis apparatus. Section 1 leads 
to the anode chamber and Section 5 leads to the cathode chamber. 

and 4 of the cell as shown in Fig. 2; at the end of the experiment, 
the amount of pressor activity in all five sections was determined. 

The results of a series of experiments with the Tiselius apparatus 
are given in Table II. In Experiment 1, a borate buffer was used 
(0.01 ii Na2B407 and 0.02 m H 3BO3); in Experiments 2 and 3, 
NHsOH and NHiCl (0.02 m salt); and in Experiments 4 and 5, 
cyclohe.xylamine and its hydrochloride (0.02 m salt). Again, the 
mobility in cm.- volt~^ sec.“b given in Table II, is a net mobility, 
calculated from the relationship, 

net fraction moved . 

Wad ■= 7 r X -r X length of cell (cm.) 

time (sec.) i 
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where k is the specific conductance, i, the current, and q, the cross- 
sectional area; in this cell, q is 0.792 sq. cm. and the length of the 


T.vble II 

Ekclrophorfsis in Tisdius Apparatus at 0.2" 

The beef pressor m.itcrial had an activity of 190 units per mg. 
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Fio. 3. pH-mobility curves for pressor principle of beef pituitary gland 

cell is 4.7 cm. It should be pointed out that the mobility ob- 
tained from Experiment 5 (pH 11.64) may be somewhat low, since 
the material may have traveled beyond the limits of Section 1. 
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Pituitary Pressor Principle 


A comparison of the pH-mobility curves of the two series of 
experiments, namely in the three cell apparatus at 25° and the 
Tiselius apparatus at 0.2°, is presented in Fig. 3. Both curves 
show an isoelectric point at about pH 10.85. This point is prob- 
ably correct \vithin 0.2 pH unit, although the actual values of the 
mobilities calculated, particularly at 25°, are correct only as far 
as order of magnitude is concerned. The fact that the active 
material moves both towards the anode and the cathode at any 
given pH, in either apparatus, is an effect which is too large to 
be explained by diffusion alone, and is probably due to differences 
in the electrical nature of the buffer solution itself and the buffer 
solution containing dissolved pressor material. 

Preliminary investigations of the oxytocic principle yielded 
evidence that it is also an ampholyte, but its isoelectric point is in 
the neighborhood of pH 8.5 at 25°. 

SUMMARY 

A study of the pH-mobility relationship of a highly purified 
pressor substance of the posterior lobe of beef pituitary glands, 
carried out in a three cell horizontal electrophoresis apparatus and in 
the Tiselius apparatus, revealed the amphoteric nature of the 
pressor substance and the existence of an isoelectric point at about 
pH 10.85 in buffers of 0.02 ionic strength. A preliminary investi- 
gation of the oxytocic principle in highly purified form indicated 
that it is also amphoteric and has an isoelectric point in the region 
of pH 8.5. 

The authors wish to thank Dr. Oliver Kamm of Parke, Davis 
and Company for generously supplying them with the glands 
which made this work possible. They also wish to thank Mr. 
Theodore W. Loring for his invaluable assistance. 
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BLOOD CHLORIDE AND PHOSPHORUS CONTENT AS 
AFFECTED BY ADRENALIN INJECTION 

By ROBEUT MacVICAR ^nd V. G. HELLER 

{From ihc Department of Riochcmistnj, Oklahoma .IgricuUural and 
Mechanical College, Stillteatcr) 

(Received for publication, August 8, 1910) 

An examination of the literature reveals that investigations 
regarding the effect of adrenalin on the phosphorus content of the 
blood are not all in accord. Although most investigators (1, 2) 
report that adrenalin depresses the inorganic fraction of the blood 
phosphorus, Yamada (3) finds no significant change, while Seidel 
(4) and Ichijo (5) record increases. It was observed by Page 
and Pasternak (6) that the phospholipid content of the blood 
is reduced following adrenalin injection. Miller (7) does not 
confirm this in dogs, in which he found inconsistent results in 
normal animals and a 60 per cent increase when anijdal ac- 
companied adrenalin. The efliect of this hormone on the chloride 
content of the blood is likewise uncertain. Tamura (8) and 
Akiya eC al. (9) note decreases in the blood chlorides, but Urechia 
and Retezeanu (10), Chaikelis (11), and Flock el al. (12) report no 
significant variations. In this study we have undertaken to in- 
vestigate the effect of adrenalin injections on these constituents of 
the blood of rats, rabbits, and chickens. 

EXPERIMENTAL 

The adrenalin used was the 1 : 1000 dilution of adrenalin chloride 
as prepared by Parke, Davis and Company. Young, healthy, 
adult male rats of the Wistar Institute strain were employed e.x- 
clusively. The rabbits were New Zealand white adults weighing 
from 2 to 3 kilos. Both the rats and the rabbits were fed a bal- 
anced ration, with vitamin supplements. The chickens were 
young Leghorn cockerels and non-laying hens from the college 
flocks; they were fed the customary groiving ration. 

643 



644 


Effect of Adrenalin on Blood 


After an inanition period of approximately 18 hours, the ani- 
mals were selected at random and divided into two comparable 
lots. One group was injected; subcutaneously, with a measured 
amount of adrenalin solution; massive doses were given in order 
to obtain the maximum effect and to maintain the blood sugar 
at a high level for considerable time. Blood was dra-\vn from 60 to 
90 minutes after injection by heart puncture, oxalated, pooled, 
and analyzed. Dilutions for determinations on the whole blood 
were made at once, and the remainder centrifuged under oil 
(when chlorides were to be determined) at 3225 r.p.m. for 30 
minutes. Specially designed tubes graduated to contain 5 ml. 
were used, and the cell and plasma volumes wei'e read. The 
plasma was removed, and the dilution of the cells was made di- 
rectly in the tube. Since the effect of adrenalin on blood sugar 
is consistently toward the production of hyperglycemia, blood 
glucose determinations were made on every sample as a check on 
the potency and the action of the hormone. The colorimetric 
method of Benedict (13) was used for the determinations. Chlo- 
rides were determined in the whole blood, the plasma, and the 
cells by the method of Short and Gellis (14); the technique of 
Wu was followed (15) in preparing the protein-free filtrates. The 
phosphorus distribution was determined by the method of Young- 
burg and Youngburg as modified by McCay (16), the colors 
being read in a photelometer. 

DISCUSSION 

Adrenalin increases the hexose phosphate content of the muscle. 
From this evidence it would appear that at least a portion of 
the inorganic phosphorus reduction in the plasma and, to a lesser 
degree, in the cells (Table I) might be accounted for by the forma- 
tion of muscle hexose phosphates. Since adrenalin is known to 
inhibit the utilization of lactic acid in the body, the increased 
lactic acid content of the blood and of the muscle might retard the 
decomposition of hexose phosphates, resulting in an accumulation 
in the muscle. The reduction in the phospholipid content in the 
plasma after adrenalin injection is not great in the mammals, 
the rats and the rabbits, but it is definite in the chickens, in which 
the concentration of organic phosphorus is much greater. The 
fact that no significant changes are observed in the organic phos- 
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Table I 


Phosphorus Disirtbulion in Blood Folioicing Adrenalin Injection 
The phosphorus values are given in milliequivalents per kilo; 1 milli- 
cquivalcnt of phosphorus is calculated as 31 ing. 
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Table II 


Chloride Concentration in Blood Following Adrenalin Injections 
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phorus of the cells is in accord tvith the findings of Sinclair (17), 
who believes that the cells are not involved in the transport of 
phospholipids. 
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Effect of Adrenalin on Blood 


The general stability of the blood chloride level is apparently 
not markedly affected by adrenalin. The changes indicated 
(Table II) are not large enough to be very significant; although 
the glucose increased 2h to 3 times the normal level, the largest 
shift in the chloride content of the plasma or of the cells is less 
than 3 per cent. The changes which were observed indicate that 
there might be a slight reduction in the chloride content of both 
cells and plasma. 

SUMMARY 

The effect of adrenalin injections on the blood phosphorus and 
chloride distribution has been studied. Data are presented which 
indicate that in rats, rabbits, and chickens adrenalin reduces the 
inorganic phosphorus in the plasma and, to a lesser degree, in 
the cells. A statistical study of these data indicates that this is 
only probable in the case of the rats and chickens but highly sig- 
nificant in the case of the rabbits. The lipoid phosphorus frac- 
tion is reduced markedly in chickens. There are no significant 
changes in the chlorides in the whole blood, the plasma, or the 
cells. 
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THE ABSORPTION AND FATE OF FREE CITRIC ACID 
IN THE RAT* 

Br CARL A. KUEl'flER aSd ARTHUR H. SMITH 

{From the Department of Physiological Chemistry, Wayne University 
College of Medicine, Detroit) 

(Received for publication, October 16, 1940) 

In marked contrast to the alkalinizing effect and the con- 
comitant increase in urinary citric acid wluch is brought about by 
feeding the alkali salts of citric acid is the almost total disappear- 
ance of ingested free citric acid and its lack of effect on the reaction 
of the urine. This behavior of the free acid has been demonstrated 
in man (Ostberg, 1931; Kuyper and Mattill, 1933; Boothby and 
Adams, 1934; Schuck, 1934), dogs (Sherman, Mendel, and Smith, 
1936), rabbits (Langecker, 1934), su’inc (Fiirth, Minnibeck, 
and Edel, 1934), and rats (Kuether, Meyer, and Smith, 1940). 
That the metabolism may proceed by way of carbohydrate was 
indicated many years ago by Greenwald (1914) who observed an 
increase in urinary sugar after feeding sodium citrate to diabetic 
patients and to phlorhizinized dogs. Recently, AlacICaj'-, Came, 
and Wick (1940) published data suggesting that free citric acid 
shows a glucose-like effect in insulin shock and also that it fornas 
glycogen in the liver in rats. The present study was undertaken 
to determine the rate of absorption of orally administered free 
citric acid; observations were also made on the transformation of 
this compound to hepatic glycogen. 

EXPERIMENT.VL 

Albino rats (Connecticut Agricultural E.\periment Station 
strain) were maintained from weaning on a stock diet consisting 

* The data in this paper were taken from a dissertation presented by 
Carl A. Kuether in partial fulfilment of the requirements for the degree of 
blaster of Science in Wayne University, 1940- 

This investigation has been made with the assistance of a grant from the 
Committee on Therapeutic Research, Council on Pharmacy and Chemistry, 
American Medical .4ssociation. 
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Absorption and Fate of Citric Acid 


of 16.5 pounds of calf meal/ 280 cc. of cod liver oil, 225 gm. of 
wheat germ, and 225 gm. of dried yeast. For the first 21 days 
following weaning they were fed, in addition, a paste food con- 
sisting of whole milk powder 25, casein 25, wheat germ 20, and 
lard 30 per cent. In addition each rat received about 10 gm. of 
fresh lettuce each week. When the rats attained a weight of 
130 to 170 gm., all food was removed for 48 hours but the rats 
were allowed free access to water. At the end of this 48 hour 
period, one group of fasting animals was killed and the quantity 
of citric acid in the gut determined. A second group was given by 
stomach tube 0.9 per cent sodium chloride solution in amounts 
of 1 cc. per 100 gm. of body weight. The remainder of the animals 
was given by stomach tube approximately 100 mg. of citric acid 
per 100 gm. of body weight, in a 10 per cent solution. At the 
end of §, 1, 2, 3, and 5 hours, rats of the second and third experi- 
mental groups were killed and the citric acid remaining in the gut 
determined. The amount absorbed is then the difference between 
the citric acid admmistered and that recovered minus the material 
present in the fasting gut. 

The rats were killed by a sharp blow on the head. As soon as 
the reflex struggling had stopped, the abdomen was opened along 
the linea alba, the thorax being opened at the same time in order 
to collapse the lungs. The esophagus and rectum were clamped 
off, the entire gastrointestinal tract removed, stripped of mesen- 
tery, and immersed in about 30 cc. of distilled water containing 
5 cc. of 50 per cent sulfuric acid. The material was cut into small 
pieces, brought to boiling, cooled, made up to 100 cc. including 
25 cc. of 10 per cent trichloroacetic acid, and filtered after | hour. 
Appropriate aliquots were taken for analysis and citric acid was 
determined by the method of Pucher, Sherman, and Vickery 
(1936), the final measurement being made photoelectrically 
with a color filter having maximum transmission at 4250 A. In 
some of the animals the stomach and intestine were analyzed 
separately; in these the pylorus was clamped off as soon as the 
abdomen was opeired and the stomach and intestine put into 
separate beakers. 

Glj’-cogen estimations were made on the livers of all the animals 


* Larro Calf Builder. 
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according to the method of Good, Kramer, and Somogyi (1933), 
the livers being removed as soon as the abdomen was opened. 
The entire operation, from the time the rats were stunned until 
the livers were placed in the alkali, required no more than 3 min- 
utes. The glycogen was hydrolyzed with 0.6 n hydrochloric acid 
and glucose determined by the Shaffer-Hartmann method. 

The orally administered citric acid which disappears from the 
gut is either absorbed or is destroyed by the bacteria and enzymes 
present. To eliminate this second possibility as a pertinent factor, 
a series of e-vperimcnts was carried out in which the intestinal 
contents and intestines of rats were incubated with citric acid 
under various conditions. In the first e.xperiments, the intestinal 
contents of four rats (given the same diet as the e-xperimental 
animals but not fasted) were removed. Two lots were mixed 
mth citric acid and divided into four samples each, two of which 
were analyzed immediately for citric acid and the other two 
incubated at 37® for 44 hours, one under aerobic and one imder 
anaerobic conditions. In the other two samples of intestinal 
contents the pH was measured, a citrate buffer of that pH was 
added, and these samples then treated the same as were the other 
two. In both the buffered and unbuffered samples incubated 
under aerobic conditions the destruction of citric acid was less 
than 0.5 per cent of the material present, but imder anaerobic 
conditions, the samples which had been buffered to the original 
pH (6.5) of the intestinal contents showed about 50 per cent 
destruction, while the samples incubated at the pH of 3.3 e.xisting 
after the addition of the citric acid showed no destruction. 

The stomach and small intestine of the e.xperimental animals 
fasted for 48 hours were practically empty and since it is gen- 
erally conceded (Verzdr, 1936) that absorption (other than water 
and salts) normally takes place in the small intestine, two more 
experiments were carried out under conditions more nearly simu- 
lating those e.xisting in the experimental animals. In the first, 
two fasted rats were given citric acid by stomach tube and imme- 
diately killed. The esophagus and rectum were tied, and the en- 
tire gastrointestinal tract removed, immersed in Tyrode’s solution, 
and incubated for 5 hours at 37®. In the second experiment the 
stomach and small intestine of two fasted rats were removed, 
tied at the esophagus and lower end of the ileum, and, after citric 
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acid had been injected into the stomach, incubated in Tyrode’s 
solution at 37° for 5 hours. In the animals from which the 
entire gastrointestinal tract was incubated, there was about 20 

Table I 


Absorption of Citric Acid by Control Groups 
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Liver 

glycogen 

Glyco- 
gen per 
sq. dm. 

Intesti- 
nal citric 
acid 

Remarks • 


gm» 

aq, dm. 

gm. 

per cent 

mg. 

mg. 



286 





1.18 

Fasted only 

28 “ 

301 







29 “ 

331 





1.22 : 


30 “ 

279 





1.07 


31 “ 

251 





0.88 


32 “ 

272 





1.43 


43 F. 

283 

3.92 

8.65 

0.042 

0.93 

0.91 


44 “ 

216 

3.28 

5.58 

mm 

4.05 

0.85 


45 “ 

238 

3.49 

7.20 


2.40 

0.47 


46 “ 

200 

3.11 

5.55 

0.074 

1.31 

0.57 


47 “ 

227 

3.39 

6.15 

0.171 

3.11 

0.79 


48 “ 

219 

3.31 

5.00 

0.065 

0.98 

0.84 


73 “ 

no 

2.09 

4.11 

0.304 

5.98 

0.84 


75 “ 

113 

2.13 

4.09 

0.176 

3.38 

0.80 


76 “ 

111 

2.10 

4.21 

0.240 

4.81 

0.69 


78 “ 

no 

2.09 

3.69 

0.238 

4.20 

0.75 


Mean 

0.166 

3.11 

0.89 


71 F. 

ii 

2.11 

4.67 

0.642 

14.2 

Hi 

Given saline and 

84 “ 


2.06 

4.32 

1.042 

21.8 

WEi 

killed after h L 

81 M. 

mi 

2.32 

4.96 

0.863 

18.5 

0.80 

2, 3, and 5 hrs. 

74 F. 

■SI 

2.20 

4.57 

0.950 

19.7 

0.86 


80 M. 

129 

2.32 

4.46 

0.395 

7.6 

0.75 


' Mean 



0.80 


Grand mean 

Wm 



• * Calculated by the formula of Benedict and MacLeod (1928-29). 


per cent destruction, but in those from which only the stomach 
and small intestine were used there was no destruction. All 
four intestines showed peristaltic movements for about 2 - 0 - hours. 

In a previous paper (Kuether, Meyer, and Smith, 1940) it was- 
stated that “the intestinal contents of the rat do not destroy citric 
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acid either at the normal pH of 6.5 or at the pH of 3.3 obtaining 
after the addition of citric acid.” The further findings here 
leportcd indic.ate that under certain conditions, namely at the 
pH of the intestinal contents and under anaerobic conditions, 
destruction of citric acid may take place. However, since it 
has been shown that the stomach and small intestine of the fasted 
rats do not destroy appreciable amounts of citric acid, it seems 
safe to assume that under the e.xpcrimental conditions employed 
in the absorption studies, the destruction of citric acid in the gut 
of the rat is negligible. The data on the control animals (Table I) 
show that under the conditions of prior nutrition and fasting as 
employed in this study, rats of about 150 gm. of body weight have 
between 0.8 and 0.9 mg. of citric acid in the gastrointestinal tract 
and that the reaction of the gut to the introduction of citric acid- 
free isotonic fluid is not such as to increase its citric acid content. 

DISCUSSION 

The data on absorption of citric acid are presented in Table II. 
The absorption coefficient, and hence the rate of absorption, is 
greatest for the shorter periods, and decreases as the period is 
lengthened, indicating a decrease in the rate of absorption as the 
citric acid is removed from the gut. This suggests that the rate 
of absorption is proportional to the amount of material in the gut. 

If, according to our data, a 100 gm. rat were given e.xactly 100 
mg. of citric acid by stomach tube, at the end of the 1st hour it 
would have absorbed 41.7 X 1 = 41.7 mg. of the citric acid present 
at the beginning of the hour, or 41.7 per cent of it. At the end 
of the 1st hour there would be 58.3 mg. remaining in the gut. 
During the first 2 hours it w'ould absorb a total of 34.0 X 2 = 
68.0 mg., or during the 2nd hour it w'ould absorb 68.0 — 41.7 = 
26.3 mg. This is 45.1 per cent of the citric acid present at the 
beginning of the 2nd hour, leaving 32.0 mg. unabsorbed. Simi- 
larly during the 3rd hour it would absorb 44.4 per cent of the 
material present at the beginning of the 3rd hour, and during the 
4th and 5th hours 38.2 per cent of the citric acid present at the 
beginning of the 4th hour. The figures relating to the proportion 
of citric acid present which is absorbed during each hour, namely 
41.7, 45.1, 44.4, and 38.2, indicate that the rate of absorption is 



Table 11 


Rate of Absorption of Citric Acid 


Eat No. 
and sex 

Weight 

Citric acid 

Absorption 

coefScient 

Eemorks 

Given 

He- 

cov- 

ored* 

Ab- 

sorbed 


H| 

my* 

mg. 

mg» 

mg. per 100 gm. 
per hr. 


26 F. 


Qa 

116 

4 

6.6 

Half hr. groups 

38 M. 



143 

0 

0 


42 F. 


120 

99 

21 

36.2 


55 M. 

133 

130 

117 

13 

19.5 


56 “ 

146 

150 

138 

12 

16.4 


59 F. 


120 

89 

31 

50.8 


64 M. 


130 

no 

20 

31.5 

80 mg. recovered in 







stomach 

79 " 

110 

no 

92 

18 

32.7 

68 mg. recovered in 







stomach 

83 F. 

116 

120 

99 

21 

36.2 

72 mg. recovered in 







stomach 

Mean and probable error of 



mean 






25.5 zk 3.7 


24 F. 


R9 

59 

61 

54.0 

1 hr. group 

36 M. 

118 


69 

51 

43.2 


37 F. 


B!3 

72 

58 

43.9 


41 “ 



74 

46 

41.1 


54 “ 


150 

95 

55 

40.2 


58 “ 

118 

120 

67 

53 

44.9 


63 M. 


130 

87 

43 

32.6 


72 F. 

■Bril 

no 

69 

41 

38.7 


82 “ 


no 

70 

40 

36.4 


Mean and probable error of 



mean 





41.7 ± 1.4 


18 F. 

119 

120 

35 

85 

35.6 

2 hr. group 

33 M. 

137 

135 

30 

105 

38.3 


34 F. 


fm 

53 

87 

31.1 


40 “ 

124 


37 

83 

33.5 


52 " 

138 


45 

105 

38.0 


57 “ 

125 

120 

59 

61 

24.4 


62 M. 

134 

130 

37 

93 

34.7 


67 “ 

122 

■MJ 

29 

91 

37.3 


70 F. 

118 


21 

79 

33.5 


Mean and probable error of 



mean 





34.0 ± 1.1 



• Corrected for the amount of citric acid present in the fasting gut. 
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Table 11— Concluded 


Rat No. 

O&d &CX 

Wciiht 

Cilnc add 

Absorption 

coclHccnt 

Remarks 

Civca 

Re- 

cov- 

ered* 

Ab- 

sorbed 

m 

in. 

123 

126 

120 

112 

130 

123 

127 

121 

100 

nj. 

120 

130 

120 

120 

150 

120 

130 

120 

100 

nj. 

32 

25 
21 
16 
30 
36 
22 

26 
14 

nj. 

ss 

105 

99 

104 

120 

&l 

103 

94 

SO 

nj. per 100 ffn. 
per At. 

23.8 

27.3 

27.5 

31.0 

30.5 

22 3 

23.3 

25.9 

23.7 

3 hr. group 

Mean and probable error of 



mean 





27.4 ± 0.6 


13 F. 

119 

120 

25 

95 

15.9 

5 hr. group 

14 M. 

135 

135 

1 

134 

19.9 


15 F. 

116 

120 

9 

111 

19.1 


16 “ 

125 

120 

11 

109 

17.4 


49 M. 

226 

200 

7 

193 

17.1 


51 F. 

121 

120 

19 

101 

16.7 


66 “ 

109 

no 

3 

107 

19.6 


69 M. 

116 

120 

12 

103 

13.6 


77 F. 

117 

120 

14 

106 

13.1 


Mean and probable error of 



mean 





18.0 ± 0.3 



approximately proportional to the amount of citric acid in the gut 
at any given time. 

On the basis of this reasoning the absorption coefficient for the 
half hour period should be greater than that for a 1 hour period. 
However, the value obtained for the half hour period was actually 
about half that obtained for the 1 hour period. The reason for 
this appears to be that the administration of the stomach tube 
causes considerable excitement which inhibits gastric motility and 
prevents the citric acid from leaving the stomach. This is shown 
by the fact that in the three animals of the half hour group, in 
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which the stomach and intestinal contents were analyzed sepa- 
rately, 75 per cent of the citric acid recovered was in the stomach. 

It appears, from the present data, that the rate of absorption of 
citric acid is proportional to the amount of citric acid in the gut. 
This is in agreement with the findings of Cori and Cori (1929) and 
of Cori (1930) that lactic acid and sodium lactate are absorbed at 
a rate dependent on the amount of material present in the intes- 
tine. In this respect the organic acids, lactic and citric, differ 
from the sugars (Cori, 1925) and amino acids (Wilson and Lewis, 
1929; Wilson, 1930) which are absorbed at the same rate irrespec- 
tive of the amount fed and of the duration of the period of ab- 
sorption. 

In the present study, about 90 per cent of the citric acid given 
in amounts of 100 mg. per 100 gm. of body weight is absorbed 
within 5 hours. 

The data for liver glycogen are presented in Table III; the 
carbohydrate concentration is referred both to the fresh weight 
of the liver and to the body surface. Following the administra- 
tion of citric acid there is an increase in liver glycogen from the 
half hour period mth a peak at the 3 hour period after which the 
concentration decreases. The rise and subsequent fall can prob- 
ably be attributed to the fact that there are two opposing tend- 
encies, synthesis and hydrolysis of glycogen, competing with each 
other after the administration of the citric acid. During the 
early periods the rate of synthesis is greater than the rate of 
hydrolysis and the net result is an increase in glycogen. During 
the later periods the rate of synthesis decreases as a result of the 
decreased rate of absorption, and, with the continuing hydrolysis, 
the net result is a decrease in liver glycogen. If these values are 
plotted graphically, the peak appears to come between the 2nd 
and 3rd hours. 

Since the amount of citric acid that was absorbed by each of 
these animals is known (Table II), it is possible to estimate the 
extent to which citric acid is converted into liver glycogen. If 
the 6 carbon atoms of citric acid are converted quantitatively to 
glucose and the glucose then dehydrated to glycogen, 192 mg. of 
citric acid should give rise to 162 mg. of glycogen and the ratio 
mg. of glycogen per mg. of citric acid would have the value 0.844. 
MacKay et al. (1940) assumed that Ivrebs’ scheme (1937) for the 
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oxidation of citric acid by muscle applies to the formation by the 
liver of glucose from citric acid and deduced that 2 moles of citric 
acid 1 mole of glucose. In that case the ratio mg. of glj’’cogon 
per mg. of citric acid would be just half the above value, or 0.422. 
They further stated that their "data [on the aj^tiketogenic action 
of citric acid] suggest that mole for mole citric acid is about half 
as active as glucose." On the other hand, Greenwald (1914) 
concluded that citric acid is converted mole for mole into glucose; 
in five experiments on phlorhizinizcd dogs the average amount of 
extra glucose excreted was 90 per cent of that calculated, assuming 
that the 6 carbon atoms of citric acid are transformed into glucose 
without loss of carbon. 

From Table III it is seen that the liver glycogen value is fairly 
steady for the 1, 2, and 3 hour groups, indicating that the factors 
tending to change the values are approximately in equilibrium. 
These, then, are the logical time inten.’als at which to calculate 
the degree of conversion of citric acid to glycogen. The value of 
the ratio, mg. of extra glycogen per mg. of citric acid absorbed, 
calculated for these three groups of animals, is found to be 0.7,® 
which approximates the value 0.844 and corroborates the view of 
Greenwald (1914) that citric acid is transformed mole for mole 
into glucose. When the value of this ratio is calculated from the 
data on the glycogenic action of citric acid given by MacEiay et al. 
(1940), the average value for four experiments (thirty-eight rats) 
is 0.075. For this calculation it is necessary to assume that all 
the citric acid administered was absorbed, which assumption is 
probably valid, since it has been shown (Kuether, Meyer, and 
Smith, 1940) that the absorption exceeds 99 per cent, and further 
that citric acid is not destroyed in the small intestine of the rat. 
The reason for the low values obtained by MacKay et al (1940) 
probably lies in the fact that large amounts of citric acid were fed 
in several doses over a long period (fi.g. Experiment I, 1426 mg. of 
citric acid fed in nine doses over a period of 64 hours) ; ample time 
was thus allowed to metabolize the major portion of the glycogen 
which may have been formed. 

* Average of the values for the individual animals in the group; mg. of 
extra glycogen — weight of liver X (per cent of glycogen minus average 
per cent of glycogen in control group). 



Table III 


Glycogenic Action of Citric Acid 


Bat 

No. 

Weight 

Surface 

area* 

Liver 

weight 

Liver 

glycogen 

Glycogen per 
sq. dm. 

Group 

26 


sg. dm. 

2.22 

gm. 

4.69 

per cent 

0.694 

mg, 

14.7 

Half hr. 

38 


2.24 

5.87 

0.775 

20.3 


42 

— 

2.16 

4.44 

mmm 

21.8 


55 

133 

2.37 

4.21 


8.4 


56 

146 

2.52 

4.76 


3.6 


59 

122 

2.24 

4.22 

0.270 

5.1 


64 

127 

2.30 

4.14 

0.568 

10.2 


79 

110 

2.09 

4.52 

0.657 

14.2 


83 

116 

2.16 

4.62 

0.279 

6.0 


Mean and probable error of mean 

11.6 rt 1.6 


24 

113 

2.13 

3.99 


10.5 

1 hr. 

36 

118 

2.19 

4.08 


15.2 


37 

132 

2.36 

5.34 

2.035 

46.1 


41 

msm 

2.11 

4.17 


46.3 


54 

137 

2.42 

4.72 


9.1 


58 

118 

2.19 

4.00 

1.132 

20.7 


63 

132 

2.36 

4.67 

1.017 

20.1 


72 

106 

2.04 

3.77 

0.480 

8.9 


82 

no 

2.09 

4.33 

1.044 

21.6 


Mean and probable error of mean 

22.1 ± 3.3 


18 


2.20 

4.68 


20.9 

2 hr. 

33 


2.42 

6.04 

1.424 

35.5 


34 


2.45 

5.65 


61.5 


40 

124 

2.26 

5.29 


47.4 


52 

138 

2.43 

4.62 

1.141 

21.7 


57 

125 

2.27 

4.13 

0.349 

6.3 


62 

134 

2.38 

4.35 

1.104 

20.2 


67 

122 

2.24 

4.22 

0.974 

18.3 


70 

118 

2.19 

3.80 

0.455 

7.9 


Mean and probable error of mean 

26.6 ± 4.1 


17 

123 

2.25 

4. SO 

1.258 

26.8 

3 hr. 

21 

126 

2.29 

4.23 

1.160 

21.4 


23 

120 

2.21 

4.43 

2.009 

40.2 


39 

112 

2.11 

4.94 

1.992 

46.6 


50 


2.33 

4.92 

1.248 

26.3 


53 

123 

2.25 

4.39 

1.050 

20.5 


60 

127 

2.30 

4.51 

1.133 

22.2 


61 

121 

2.22 

5.16 

1.653 

38.4 


68 

mSm 

1.96 

4.12 

1.764 

37.1 


Mean and probable error of mean 

31.1 ± 2.2 



* Calculated by the formula of Benedict and MacLeod (1928-29). 
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Table III— Conc^uJcd 


Rat 

No. 

WcIfiKt 1 

Surf&co 

area* 

Liver 

weight 

Liver 
gb cogen 

Gl>cogca per 
aq. dm. 

Group 


fn. 

i;. Jn. 


per ctni 

mg. 


13 

119 

2.20 

4.60 

0.935 

19.5 

5 hr. 

14 

135 

2.39 

5.15 

1.033 j 

22.2 


15 

116 

2.16 

3.58 

1.821 

30.2 


16 

125 

2.27 

5.04 

1.361 

30.2 


49 

226 

3.38 

8.55 

1.017 

26.5 


51 

121 

2 22 

3.46 

0.956 

14.9 


66 

109 

2.03 

3.71 

0.924 

16.5 


69 

116 

2.16 

4.62 

0.7S1 

16.8 


77 

117 

2. IS 

4.06 

0.505 

9.4 


Mean and probable error of mean . . . 

20.7 ±1.6 



SUMMARY 

Free citric acid administered orallj’ to the albino rat in doses of 
100 mg. per 100 gm. of body weight is rapidly absorbed, the rate 
of absorption being proportional to the amount in the gastro- 
intestinal tract. 

The absorbed citric acid disappears as such but appears to be 
transformed into liver glycogen in a way wliich suggests a mole 
for mole relationship. 
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This paper presents the results of assays for antihemorrhagic 
activity carried out on an array of naphthoquinones and related 
compounds synthesized as described in a series of previous papers. 
Some of the compounds were prepared as synthetic models of the 
structural types postulated (1) for vitamins Ki and Kj (1-5); 
others were synthesized subsequent to the establishment of the 
structure of vitamin Ki (6-9) in a study of the relationship of 
vitamin K activity and structure (10-15). Preliminary bioassay 
results reported at the outset of the investigations (1, 2) were 
subsequently recognized as uncertain (3), and judgment was 
resented until the assay procedure could be more fully explored. 
Later reports have included purely preliminary indications of the 
degree of antihemorrhagic potency encountered in some of the new 
compounds examined, and the results given in the present paper 
supersede all previous data. 

Assai/ Method 

The assay procedure is a modification of the short curative 
method described by Ansbacher (16) and is similar to the 18 
hour method of Thayer el al. (17). Day-old chicks were placed 
in electrically heated brooders and fed the vit amin K-free diet of 
Almquist (18-20). Clean water was supplied twice daily and the 
brooder trays were removed and cleaned daily. After 12 days 
a trial bleeding was made on ten or twelve birds selected at random 
from the group. Approximately 0.5 cc. of blood from the brachial 
vein was collected in a small glass vial which was placed immedi- 
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ately in the device for rocking at constant temperature described 
by Almquist and Elose (20). The blood samples were examined 
at half minute intervals and the time of coagulation determined. 
When 90 per cent of the birds taken for trial bleeding showed 
coagulation times of 60 minutes or more, the entire group was 
considered ready for assay purposes. The birds employed in the 
preliminary bleeding tests were not used in the assays, since birds 
so bled frequently have been observed to show a marked reduction 
in the clotting time within the next 18 hours without any treatment 
with antihemorrhagic substances. No chicks over 21 days old 
were employed in the assays. 

Except in the case of certain water-soluble compounds, the 
material to be assayed was dissolved in peanut oil and the solution 
diluted with the same solvent to such an extent that the quantity 
of substance to be fed was always contained in exactly 0.1 cc. 
of the solution. This precaution was taken in order to avoid 
irregularities in response due to the use of varying volumes of 
solvent, as observed by Ansbacher (16). After administration of 
the dose into the crop the birds were held for 18 hours without 
access to food but with a supply of clean water and the coagulation 
time of whole blood was then determined. Our criterion for the 
effective dose is the minimum amount of material which, when 
administered in 0.1 cc. of peanut oil, will reduce the clotting^ times 
of 60 to 80 per cent of the vitamin K-deficient birds to less than 
10 minutes in the 18 hour period. Ten or more chicks were used 
at each dosage level, and with every assay there was included a 
group of untreated control birds and three groups receiving, 
respectively, 0.1 7, 0.3 7 , and 0.5 7 of standard 2-methyl-l ,4- 
naphthoquinonc. The latter three groups were included to control 
possible variation in the degree of deficiency among different lots 
of chicks. The substance is initially given at a level deemed likely 
to be ineffective and then at higher levels. 

Various units for vitamin K activity have been proposed with 
dried spinach or alfalfa, extracts of alfalfa, or the more recently 
suggested 2-methyl-l ,4-naphthoquinone (21) or 2-methyl-l ,4- 
naphthohydroquinone diacetate (22, 23) as the reference standard. 
Pending general acceptance of a reference standard, we have 
chosen to report our findings in terms of the effective dose in 
micrograms, but, since 2-methyl-l, 4-naphthoquinone has been 
employed throughout as a comparison control, our results can be 
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referred to this substance as a standard. Although some minor 
variations have been observed, we have found that with the large 
majority of the groups of deficient chicks investigated 0.3 y of 
2-methyl-l ,-i-naphthoquinone meets our criterion for the effective 
dose. 

Our most reliable estimate of the minimum dose of pure vitamin 
Ki (synthetic) by the above procedure is 1 y, and hence our results 
indicate that 2-methyl-l , -1-naphthoquinone is 3.3 times as potent 
as the vitamin in the chick assaj". Almquist and IClose (24) found 
the ratio 3.8:1, Emmett, Brown, and Kamm (25) found 2.2:1, 
and Dam, Glavind, and Karrer (23) found 2.1:1. Ansbacher, 
Fernholz, and MacPhillamy (26) report a ratio of 4:1 between the 
potencies of the two compounds when assa 3 ’ed b}' the IS hour 
procedure, but state that the ratio was 30:1 in the 6 hour assa}'. 
We have compared the compounds repeatedl}' by the shorter 
method without observing anj' such disparity in the results; bj’’ 
the 6 hour method we find the effective doses of vitamin Ki and 
2-meth3’l-l,-i-naphthoquinone to be 1.5 y and 0.5 y, respective!}’. 
Thayer et al. (21) likewise found no significant difference in the 
ratio of potencies of the two compounds after assay periods of 6, 
IS, and 72 hours. To test the possible influence of the solvent 
medium, we assayed vitamin Ki by the 6 and 18 hour methods in 
cod liver oil, sesame oil, and corn oil, and the results were sub- 
stantially the same as described for peanut oil. 

2 ,3-Disubsliluted Naphthoquinones 

The following discussion will be limited to a consideration of the 
features of structural specificity encountered among substances of 
pronounced antiheraorrhagic activity. An action so feeble as to 
be manifested only at a dosage of 1000 y or more is considered to 
have little biological significance. The key point of interest is 
vitamin Ki, or 2-methyl-3-phytyI-l, 4-naphthoquinone (I), and a 

CH, CH, CHj CH, 

I I I I 

jCHCHsCHjCHjCHCHjCHsCHaCHCH, 

y 


(I) 
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first group of compounds for comparison with this substance em- 
braces those 2-methyl-l, 4-naphthoquinones which carry at posi- 
tion 3 some hydrocarbon radical in place of the phytyl group. 
Table I lists assay results for a series of such compounds and refer- 
ences to papers describing their synthesis and characterization as 
to purity. 

Comparison with results from other laboratories can be made 
in two cases. Karrer and Epprecht (27) report an assay result 


T\ble I 

2-Melhyl-3- Alkyl- and 3-3-Alkenyl-l ,4-Naphlhoquinones 


Compound 

Effective dose 

2-Methyl-3-phytyl-l,4-naphthoqu‘mone (8, 9) 

y 

1 

2-Methyl-3-farne3yl-l, 4-naphthoquinone (11, 14) 

5 

2-IVIethyl-3-(/3,7-dihydrophytyl)-l,4-naphthoquinone (11, 15) 

8 

2-Methyl-3-geranyl-l ,4-naphthoquinone (9) 

25 

2-Methyl-3-cinnamyl-l,4-naphthoquinone (4) 

25 

2-Methyl-3-(/3, 7 , 7 -trimcthylallyl)-l ,4-naphthoquinone (4) 

50 

2, 3-Dimethyl-l, 4-naphthoquinone 

50 

2-Methyl-3-benzyl-l, 4-naphthoquinone (4) 

200 

2-Mcthyl-3-hydrocinnamyl-l, 4-naphthoquinone (15) 

300 


by Dam for the /3,7-dihydride of vitamin Ki (II) which diverges 
considerably from ours. Dam found the compound to be only 


O 


x/y 

o 


CH, CH, CH, CHa 

1111 

CHjCHjCHCHjCHjCHjCHCHjCHjCHjCHCHjCHaCHsCHCH, 

!cHa 


(II) 


1/24 as active as the vitamin (23), while we find it to possess 1/8 
the potency of the /3,7-unsaturated substance. Karrer and 
Epprecht prepared the quinone by oxidation of the hydrocarbon 
and isolated a “practically pure” sample from the reaction mixture 
by chromatographic adsorption. Our material was prepared by 
hydrogenation of synthetic vitamin Ki, and contamination with 
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unreduced starting material is possible but seems unlikely in view 
of the completely negative color test with alcoholic alkali (15). 
In the case of this and other liquid quinones we feel a certain con- 
fidence in the freedom of our samples from incidental impurities 
and products of cyclizatiou because of the use of a highly effective 
method of purification through the solid hydroquinones (8, 9). 
The effect of saturation of a ^,y double bond has been studied in 
two other instances and the toss in potency found is of the same 
order of magnitude as is indicated by our results for the above case. 
2-Meth3-l-3-cinn.amyl-l,-i-naphthoquinone and its /3 , -/-dihj'dride 
(Table I) constitute a favorable pair for comparison, since they 
are both cn-stalline and easily' purified, and the latter is found to 
be 1/12 as potent as the former. In the case of 2-phytyl-l,4- 
naphthoquinone (Table III), saturation of the double bond of the 
side chain is attended also with a 12-fold decrease in activity. 

"WTiether the true ratio of the potency of the hydride to that of 
the vitamin is closer to 1:8 or 1:24, it is clear that the presence 
of the double bond is important for maintenance of high 
potency. The first si.v quinones in Table I all possess this signifi- 
cant structural feature, and the 2 -methyl- 3 -benz 3 d compound 
has the weakly unsaturated phenyl group in the corresponding 
position of the side chain. 

Fernholz, Ansbacher, and MacPhillamy (28) assayed 2,3- 
dimethyl-1, 4-naphthoquinone by their 6 hour method and their 
results place the compound in much the same position with respect 
to vitamin Ki and to methylnaphthoquinone as do ours. Among 
the compounds listed in Table I the position of 2,3-dimethyl-l,4- 
naphthoquinone appears rather anomalous, for this simplest 
member of the series of 2,3-dialkyl compounds possesses neither 
a long side chain nor a /3-unsaturated center but nevertheless 
e.xhibits activity of a fairly high degree. 

In the series of 3-i3-alkenyl compoimds the size of the group 
appears to be a factor of definite significance. The activity bears 
no proportionality to molecular weight, but decreases in the order 
of the size of the group, as shown in Table 11. The additional 
double bonds present in the famesyl and geranyl derivatives 
evidently are of little influence. It is of interest that the quinone 
containing the phytyl group (vitamin Ki) would show a still 
greater superiority in potency over the other compounds if com- 
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parison were made on a molar rather than on a weight basis. 
Vitamin Ko (29), which according to the findings of Doisy and 
coworkers (30) is probably 2-methyl-3-difarnesyl-l ,4-naphtho- 
quinone, is reported to possess from 60 (29) to 67 per cent (23) 
of the activity of vitamin Ki. Since the molecular weight is 1.3 
times that of vitamin Ki, the activity per mole is within about 82 
per cent of that of vitamin Ki. In the series of isoprenoid deiiva- 


Table II 

Relation of Size of Group to Activity 


3-Subatituent 

Molec- 

ular 

weiKht 

of 

group 

Rela- 

tive 

activity 

CHa CHa CHa 

1 1 1 



III 

-CHsCII=CCHoCHjCH:CHCHjCH=CH2CHCHaC5H„ 

(phytyl) 

279 

1 

CHa CHa CH, 

1 1 1 



1 1 1 
-CHaCH=CCHsCHaCH=CCH 2 CH 2 CH=CCHa (farnesyl) 

205 

1/5 

CHa CHa 

1 1 



1 1 

— CH 2 CH=CCH 3 CH 2 CH=CCHa (geranyl) 

137 

1/25 

— CH 2 CH=CHC 8 H 5 (cinnarayl) 

127 

1/25 

CHaCHa 

1 1 



1 1 

— CH 2 C=CCH 3 (trimethylallyl) 

83 

1/50 


lives the biological activity increases with chain length until a 
maximum is reached in the 20-carbon residue, and it is not greatly 
affected by a further elaboration of the chain. 

The branched chain isoprenoid structure of the 3-substituent 
appears to be a factor favorable to the development of antihemor- 
rhagic activity. Thus the straight chain 2-methyl-3-octadecyl- 
1 ,4-naphthoquinone (III) has been synthesized by Karrer and 
Epprecht (27) and by Fernholz, Ansbacher, and MacPhillamy 
(28) and found by the latter workers and by Dam to be but weakly 
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active. The quinone is appropriately compared wth the fi,y- 
dihydride of vitamin Ki (II), and Dam’s direct comparison (27) 
indicates that (III) is less than 1/3 as potent as (II). The assays 



ail) 

by Fernholz, Ansbachcr, and MacPhillamy of (III) and our assays 
of (II) would both indicate a still greater disparity between the 
straight and branched chain compounds. The octadecyl deriva- 
tive is a solid melting at about 100°, whereas (II) is a liquid at 
room temperature, as are the corresponding phytyl, farnesyl, and 
geranyl derivatives. Vitamin K* is a solid, if a low melting one. 
It is interesting that biological potency reaches a high point in the 
liquid, low melting compounds ha\Tng a branched chain of a 
certain optimum carbon content, for the situation is reminiscent 
of that e.xisting among fatty acids having a leprocidal action and 
those isolated from the tubercle bacillus, as pointed out by 
Robinson (31). Another point of interest is that the 2-methyI-3- 
geranyl and 2-methyl-3-farnesyl compounds e.xhibit considerable 
vitamin K potency. These compounds are easily produced by the 
condensation reaction applicable to the synthesis of vitamin Ki 
(9), and since geraniol and farnesol are nidely distributed in 
nature these lower isoprenologues of vitamins Ki and Ks may 
conceivably occur as additional vitamin K factors. 

2-Alkylnaphthoquinones 

The observation that 1,4-naphthohydroquinone condenses very 
smoothly with phytol, farnesol, or geraniol (11, 14) has proiided 
ready access to a series of monosubstituted naphthoquinones of 
unambiguous structure differing from the compounds of the fore- 
going section only in the absence of the methyl group. A sub- 
stance designated 2-phytyl-l, 4-naphthoquinone has been pre- 
pared by Karrer and coworkers (32, 33) by another synthesis 
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and found by Dam (23) to have only 1/240 the activity of vitamin 
Ki, whereas our material shows 1/50 the potency of the vitamin 
(Table III). The synthesis of Karrer and coworkers, however, 
involved establishment of the side chain double bond by a reaction 
which can proceed in two ways, and these investigators state that 


Table III 

2-Alkyl- and 2-fi- Alkenyl-1, 4-Naphthoquinones 


Compound 

Effective dose 

2-Methyl -1 , 4-iiaphthoquinone 

7 

0.3 

2-Phytyl-l,4-naphthQquinone (11, 14) 

50 

2-Farnesyl -1,4-naphthoquinone (11, 14) 

500 

2-03, 7 -Dihydrophy tyl)-l , 4-naphthoquinone 

600 

2-Allyl-l, 4-naphthoquinone (1, 3) 

800 

2-Geranyl-l, 4-naphthoquinone (11, 14) 

1000 (Slight) 
Inactive at 1000 

2-Ethyl-l , 4-naphthoquinone 

2-n-Propyl-l , 4-naphthoquinone (3) 

“ “ 1000 



the material obtained’ probably was not completely homogeneous 
but contained the y > 5-unsaturated isomer. Evidence cited above 


O 






CH, GHj CHa CHj 

1111 

CH2CH=CCH=CH2CH2CHCH2CH2CH2CHCH2CH2CHsCHCH3 



o 


(IV) 


shows that any such isomerism should detract from the activity 
of the sample. A mixture of bond isomers would be expected to 
show a potency somewhere between that of pure (IV) and its 
/ 8 , 7 -dihydride, or from 1/600 to 1/50 the activity of vitamin Ki. 
As a check on our results for (IV) three independent samples were 
prepared, one at Harvard and two at the Merck laboratories, 
and assayed at different times; they all evoked essentially the 
same biological response. 

The monosubstituted naphthoquinones having isoprenoid side 
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chains exliibit.the same relationship|encoimtere(l in the 2-methyl- 
3-alkyl series. The activity again decreases in the order phytyl > 
farnesyl > dihydrophtyl > geranyl, and these compounds are 
1/50, 1/100, 1/75, and 1/40 as active as the corresponding methyl- 
ated quinoncs. The liquid dihydrophytjd compound appears to 
be somewhat more active than the crystalline 2-7j-he.\adecyl- 
and 2-7!-octadecyl-l ,4-naphthoquinone3 synthesized and assayed 
by Fernholz, Ansbacher, and MacPhillamy (2S). 

Our early report that 2-othyl- and 2-;i-propyl-l ,4-naphtho- 
quinones are decidedly less effective than the methyl homologue 
(34) has been confirmed by others (28, 35), and our present assays 
indicate that neither compound possesses activity of any biological 
significance. The 2-allyl compound appears from present indica- 
tions to be effective at SOO y. 

2-Methyl-l ,4-naphthoquinone clearly occupies a unique posi- 
tion, for it is some 170 times as potent as the ne.xt most active of 
the monosubstituted naphthoquinones (phytyl) and about 3.1 
times (average) as active as vitamin Ki. It has been suggested 
by one of us (9) that the remarkable potency of methylnaphtho- 
quinone may be due not to the fimctioning of the compound as 
such but to its conversion in the organism into a quinone of the 
true vitamin K type. The simple quinone in the reduced form 
condenses readily under mild conditions with the naturally occur- 
ring phytol, farnesol, and geraniol, and presumably would react 
mth other /3-unsaturated isoprenoid alcohols to give antihemor- 
rhagic products. A rapid biosynthesis is thus entirely conceivable. 
Material given by mouth may combine in the gut with one of the 
reactive alcohols derived from foodstuffs, while that administered 
parenterally may be supplied with an isoprenoid side chain by a 
process of synthesis in the liver. In the latter case the alcoholic 
component may be vitamin A. 

If some such transformation of administered methylnaphtho- 
quinone does occur, a given weight of the simple quinone could 
give rise to much more than its own weight of a vitamin K type 
of compound. The ratios of molecular weights are such that 1 
part by weight of methylnaphthoquinone is equivalent to 2.6 
parts of vitamin Ki or 3.4 parts of vitamin K 2 . The assays of 
Dam el al. (23), which provide a direct comparison of aU three 
compoimds, indicate that a given weight of methylnaphthoquinone 
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possesses antihemorrhagic activity equivalent to that of 2.1 parts 
of vitamin Ki or of 3.1 p2,rts of vitamin Ko. A quantitative 
biological conversion to either vitamin thus would more than 
account for all of the activity observed. While some of the other 
estimates of the relative potencies of methylnaphthoquinone and 
vitamin Ki give a picture which is not quite so favorable to the 
hypothesis, the average ratio of 3.1:1 is not widely different from 
the inverse ratio of the molecular weights. It may be argued 
that a condensation reaction linking phytol to methylnaphtho- 
hydroquinone would have to proceed more efficiently in the or- 
ganism than has been realized in the laboratory in order to account 
for the relationship, for the maximum yield in the vitamin Ki 
synthesis is only about 30 per cent (9). A superior efficiency of 
the biological process seems entirely possible, and furthermore 
it must be noted that the actual alcoholic component may well be 
a substance more reactive than phytol and may possibly give a 
vitamin K principle more potent than the quinones isolated from 
alfalfa or fish meal. The substance also might differ somewhat 
from these quinones in therapeutic qualities and persistence. 

The approximate equivalence of vitamin Ki and methylnaphtho- 
quinone on a molecular basis would also be consistent with the 
hypothesis of a transformation of the former substance ijito the 
latter in the body, but an experimental basis for such a postu- 
late is lacking. There are no indications that the synthesis can 
be reversed, and degradative cleavage of vitamin Ki under mild 
conditions affords phthiocol and not methylnaphthoquinone 
(8, 9). Furthermore, the 3-phytyl, 3-farnesyl, 3-geranyl, and 
3-cinnamyl derivatives of 2-methyl-l, 4-naphthoquinone differ in 
potency much more than would be expected if they function as 
precursors of a common product of biodegradation. The alternate 
hj’-pothesis of a biosynthesis is thus more plausible. The case is 
in no wise weakened by the fact that 1 ,4-naphthoquinone is very 
feebly active and falls far short of being equivalent in potency to 
2-phytyl-l ,4-naphthoquinone. 1,4-Naphthoquinone differs sig- 
nificantly from its 2-methyl derivative in being highly susceptible 
to addition reactions, and the bulk of the quinone administered 
may well be diverted from the condensation with an isoprenoid 
alcohol by interaction with an amino acid or a protein. The 2- 
methyl group should protect the material, while in the oxidized 
form, from such dissipating side reactions. 
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In view of the many indications of a specificity associated with 
the 2-methyl-3'G3-alkenyl)-l,4-naphthoquinonc structure, the ap- 
parent glaring exception of the 2-niethyl compound is in itself an 
argument in favor of the above hj'pothesis. In the monoalkyl 
series antihcmorrhagic activity is observed over a considerable 
range of chain Icngtli, and j’et the high potency of the 2-methyl 
compound is completely abolished on lengthening the chain by 
a single carbon atom. In terms of the hj’pothesis of a conversion 
in the body, the lack of activitj'' of ethylnaphthoquinone finds a 
simple e.vplanation on the basis of the observation that 2-ethyl-3- 
phj'tyl-l, 4-naphthoquinone is practically devoid of activity 
(Table IV). 


T.S.BLE IV 

Highly Alkylated Haphlhoquinones 


Coa pound 

Effective dose 

2-Ethyl-3-phytyl-l, 4-naphthoquinone (8, 9) 

7 

1000 

2, 3-Dia!Iyi-l, 4-naphthoquinone (2, 3) 

1,1-Dime thyl-3-<crt. -butyl-1, 4-dihydroanthraquinone 

1000 

(5) 

Inactive at 1000 

2-C5-Methyl-T'-pentenyl)-l,4-dihydroanthraquinone (5) 

“ “ 1000 

2, 6-Diniethyl-3-phy tyI-1 , 4-naphtboquinone (9) 

“ “ 1000 

2,5-DimethyI-l ,4-n3phthoquinone (15) 

500 (Slight) 

2, 6-Dimethyl-l , 4-naphthoquinone 

Inactive at 1000 

2, 7-Dimethyl-l , 4-naphthoquinone 

1000 

2, 8-DimethyI-l, 4-naphthoquinone (15) 

500 (Slight) 

6, 7-Dimethyl-l, 4-n3phthoquinone (2, 3) 

Inactive at 1000 


Extension of the 2-Subsliluent and Alkylation in Bemenoid Ring 

The quinones included in Table IV are for the most part mono- 
methyl homologues of vitamin Ki or 2-methyl-l, 4-naphthoqui- 
none, and the lack of any very significant activity in the series 
as a whole shows that this slight modification in structure results 
in the almost complete loss of the potencies characteristic of the 
parent substances. Eeplacement of the 2-methyl group of vitamin 
Ki by a 2-ethjd group gives a compound (V) which possesses only 
1/1000 the activity of the vitamin. Inasmuch as the chain of the 
3-substituent group can be lengthened or shortened over a con- 
siderable range with relatively minor variation in activity, it is 
remarkable that the least possible extension of the 2-substituent 
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o 





CHa 


CH2CH=CCH2C,6H„ 


CHsCH, 


O 


(V) 


group, which involves increasing the molecular weight by only 3 
per cent, should lead to almost complete abolishment of vitamin 
K activity. Another comparison of interest can be made between 
2-methyl-3-geranyl-l, 4-naphthoquinone ((VI), see Table I) and 
2-(5-methyl-7-pentenyl)-l ,4-dihydroanthraquinone (VII). The 
latter compound is closely related to (VI) and differs only in 



CHj 


I 

CHjCH=CCHsCHjCH=CCH3 


CHa 


(VI) 


o 


/■ 


CHa 

I 

3|,CH2CH=CCH2CHaCH=CCHa 
— CHj— 


O 


(VII) 


having a methylene bridge extending between the 2 position and 
the 7-carbon atom of the side chain in place of methyl groups at 
both points. In contrast to (VI), which is effective at a level of 
25 7, (VII) is completely inactive at 1000 7. For highest potency, 
the 2-methyl group evidently must be intact, and a lengthening 
of the group or its incorporation in a side ring interferes very 
seriously mth effective physiological functioning of the quinone. 
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Karrer and Epprecht (27) recognized this structural relationship 
and its implications regarding the structure of vitamin K;. 

The specificity with regard to the 2 position is striking, but so is 
that with respect to substitution in the benzenoid ring. Thus 
2,6-dimethyl-3-phytyI-l,4-naphthoquinone (VIII) is almost 
wholly devoid of activity, showing that a methyl group at the 6 


acjf 

(VIII) (IX) 

position has the same inliibiting influence as one substituted into 
the 2-meth3'l group. Of the five possible methyl derivatives of 
the potent 2-methyl-l,4-naphthoqumone, only 2,3-dimethyl-l,4- 
naphthoquinone (Table I) shows appreciable activity (about 
1/170 that of the 2-meth3'l compound). Substitution into the 
structure (IX) of a methyl group at anj'' one of the positions 5 to 
8 results in almost complete deactivation. Since the specificity 
with regard to the absence of a methyl group from one part of the 
molecule is comparable with that concerning its presence at 
another position, there seems to be little foundation for supposing 
that the favorably located 2-methyl group is involved in the 
fimctioning of the antihemorrhagic agent. 

Naphthoquinones with Oxygen-Containing Substituents 

Phthiocol (X) was the first simple compoimd reported to have 
antihemorrhagic activity (36), and both this substance and law- 
sone have been assayed in several laboratories. The results are 
in substantial agreement in indicating that the former substance 
is rather weakly active and the latter either inactive (Table Y) 
or feebly active (23). Phthiocol is an end-product of the color 
reaction of vitamin Ki with alcoholic alkali (8, 9) and can be 
converted in low jdeld into vita min Ki by condensation in the 
reduced form with phytol (13). While the latter observation 
suggests the possibility that administered phthiocol may owe its 
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activity to a biological conversion to a vitamin K type principle, 
the fact that the isomeric plumbagin (XI) exhibits activity of 


Table V 


Hydroxy- and Carbethoxy naphthoquinones 


Compound 


Effective dose 


Plumbagin, or 2-methyl-5-hydroxy-l, 4-naphthoqui- 
none (37) 

Phthiocol,* or 2-methyI-3-hydroxy-l, 4-naphthoquinone 

Juglone, or 5-hydroxy-1, 4-naphthoquinone 

Lawsone, or 2-hydroxy-l , 4-naphthoquinone 

Lapachol* 

2-/3-Hcptenyl-3-hydroxy-l, 4-naphthoquinone* 

Crude 2-farnesyl-3-hydroxy-l, 4-naphthoquinone (15).. 
2-Methyl-3-(7-hydroxydihydrophytyl)-l, 4-naphtho- 
quinone (13) 

Hydroquinone diacetate (13) 

2-Methyl-3-carbethoxy-l , 4-naphthohydroquinonet (38) 


7 


400 

600 

Inactive at 1000 

“ “ 1000 

“ “ 1000 

“ ” 1000 

“ “ 1000 

“ “ 1000 

“ " 1000 


* From the collection of Samuel C. Hooker, 
t We are indebted to Dr. C. F. Koelsch for this sample. 


about the same order points more in the direction of a weak ef- 
fectiveness of both compounds acting as such. Thus the introduc- 
tion of a hydro.xyl group into 2-methyl-l ,4-naphthoquinone at 
either the 3 or 5 position results in a profound reduction of anti- 
hemorrhagic activity without its complete abolishment. A de- 
activating influence attending hydroxyl substitution is clearly 
evident in the results for farnesylhydroxynaphthoquinone and 
for the 2-methyl-3-7-hydroxydihydrophytyl compound (XII). 
The lack of activity of (XII) is striking, for this is the y-hydroxy 
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1! 

1 

OH 

1 

1 

^^Y^COOCjHj 

OH 


0 

OH 

(XII) 

(XIII) 


derivative of ^, 7 -dihi’drovitamin Ki, which is fully effective at a 
dosage of S 7 . The hydroxjd group in this case is alcoholic, 
whereas in the other instances cited it is phenolic. It is interesting 
to note that in the field of the similarly lipid-soluble carcinogenic 

T.vble VI 


Naphthoquinone Oxides 


Compound 

Effective dose 

Vitamin Ki oxide (11, 15) 

y 

1.2 

2-Methyl -l,4-n3phthoquinono o.xide (4) 

5 

2,3-Dimethyl-l,4-naphthoquinone o.xide (11, 15) 
2-Methyl-3-cinnamyl-l, 4-naphthoquinone oxide (11, 

25 

15) 

150 

2-Phytyl-l, 4-naphthoquinone oxide (11, 15) 

200 

2-Farnesyl-l, 4-naphthoquinone oxide (11, 15) 

1000 

2, 7-Dimethyl-l ,4-naphthoquinone oxide (4) 

Inactive at 1000 


hydrocarbons the introduction of both alcoholic and phenolic 
hydroxyl groups at various positions results in a complete or con- 
siderable loss of biological actmty (39). 

The last compound listed in Table V is a hydroquinone ester 
of the structure (XIII), and the high degree of activity (25 7 ) 
is noteworthy. The substance may function in the form of the 
corresponding quinone, ■which would then be in a class ■with 2,3- 
dimethyl- 1 , 4 -naphthoquinone, a compound effective at a not 
greatly different dosage level (50 7 ). Another possibility is 
suggested by the observation of Koelsch and Byers (38) that esters 
of this type can be converted very readily into the 2-alkyl-l,4- 
naphthoquinones by saponification and oxidation. A partial 
conversion of (XIII) in the organism to methylnaphthoquinone 
would account for the observed activity. 
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Naphthdquinone Oxides 

The colorless oxides listed in Table VI are easily prepared from 
the yellow quinones in almost quantitative yield (4), and they 
have been found capable of reduction under very mild conditions 
(11, 15) with elimination of the oxidic bridge and formation of the 
corresponding hydroquinone. This generally applicable reduction 
reaction affords a basis for the hypothesis that the antihemorrhagic 


Vitamin Ki 


CHa 



(XIV) 


N a2S204 
> 



Vitamin Ki hydroquinone 


activity observed with certain members of the series may be due to 
a similar reduction of the administered material in the organism, 
with formation of either the quinone or the biologically equivalent 
hydroquinone component of the oxidation-reduction system. 
This would account for the very high potency of vitamin Ki 
oxide (XIV), which is hardly distinguishable in the bioassays from 
the vitamin itself. That 2-methyl-l, 4-naphthoquinone oxide 
(XV) is considerably less potent than (XIV) and exhibits only 
1/17 the activity of methylnaphthoquinone may be an indication 
that the reversion of tliis o.xide to the quinone proceeds less eflBi- 
ciently than in the case of the vitamin o.xide. Such an inference 
is supported by the observation that the oxides of monoalkylated- 
quinones can enter into a second type of chemical transformation 
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to which the dialkyl compounds are not amenable. The o-xide 


of the 2-methyl compound can be converted smoothly with sul- 
furic acid at a low temperature into phthiocol (40). Under the 
influence of alkali it is in part isomcrized to phthiocol and in part 
degraded to lawsone, with lo.^s of the method group (15). A par- 

tial transformation of administered 

oxide to either compound 

0 

0 

II H 

i 


1 

II Cir, 


0 

0 

(XV) 

Phthiocol 


would involve a distinct loss in total potency, and the former 
change, since it requires merely the migration of the hydrogen 
atoms at position 3, may well occur to some extent in the course 
of the test. A 2,3-dialkylnaphthoquinone oxide such as that of 
vitamin Ki (XIV) has no hydrogen available for isomerization. 
Of the other two oxides of the same type which were examined 
(Table VI), the •2-methyl-3-cinnamyl derivative retains about 
1/3 of the activity of the parent quinone, while the oxide of 2,3- 
dimethjd-l ,4-naphthoquinone was found to possess about twice 
the potency of this compound. ' The latter result appears anom- 
alous and inconsistent with the hypothesis that the o.xides func- 
tion merely as precursors of the quinones from which they are 
derived. Perhaps also inconsistent is the fact that the oxides of 
2-phytyl- and 2-farnesji-l ,4-naphthoquinones show 1/4 to 1/2 the 
potencies of the quinones, although the difference from the be- 
havior noted in the 2-methyl series may well be due to a hindering 
influence of the large isoprenoid groups manifested in protecting 
the oxide linkage from hydrolytic cleavage. It may also be that 
differences in absorbability of the oxide and the quinone account 
for variations in relative potency of the order of from 1:4 to 2:1, 
noted with all o.xides studied except that of methylnaphthoqui- 
none. The pronounced deviation of this compound from the 
general rule seems attributable to a greater chemical reactivity, 
with consequent greater opportunity for a diversion of a part of 



676 


Vitamin K Activity and Structure 


the material to less potent by-products, and this interpretation 
holds good whether the oxides function as such or by virtue of a 
reduction to the quinones. 

The highly potent vitamin ICi oxide may find practical applica- 
tion by virtue of its stability, the substance being much less sensi- 
tive to light than the vitamin. Thus solutions of the two sub- 
stances in peti'oleum ether (20 mg. in 25 cc.) were exposed together 
to direct sunlight for 2 hours and then assayed. The vitamin 
sample had lost about 90 per cent of its activity in this period, 
while the oxide showed a diminution in potency of less than 30 
per cent. This comparatively light-stable derivative, which is 
easily produced from and converted into vitamin Ki, may possibly 
have a bearing on the question of the form in which the light- 
sensitive vitamin exists in green plants. Indeed, Fernholz, Ans- 
bacher, and coworkers (26, 41) report the isolation from alfalfa 
concentrates of a colorless fraction having properties reminiscent 
of those of our oxide. Thus their most potent concentrates, like 
the oxide, gave no purple-blue color with alcoholic alkali and 
showed about the same activity as vitamin Ki in the 18 hour assay. 

Compounds of Other Than the Naphthoquinone Type 

A number of quinones other than those of the a-naphthoquinone 
series have been investigated in various laboratories, but Avhere 
antihemorrhagic activity has been encountered it has been of a 
low order. The only such exploratory assays included in the 
present report are those for the first few compounds listed in 
Table VII. The first is analogous in structure to 2-methyl-l , 4- 
naphthoquinone, the second is a benzoquinonoid model of the 
active 2,3-dimethyl compound, and the third, of formula (XVI), 



(XVI) (XVII) 


Fieser, Tishler, and Sampson 


677 


differs from vitamin Ki only in having two methyl groups in place 
of tl)c 4-carbon benzenoid side ring. The absence of activity in 
all three compounds is a further indication of the specificity asso- 
ciated with the structures of the corresponding naphthoquinones. 
9-Mcthylpcrinaphthenonc-7 (XVII) re.-'cmblcs 2-methyl-l ,4-naph- 
thoquinonc in having an a,/3-unsaturatcd ketonic system wth a 
methyl group at the /3 position. The lack of activity suggests 
that the cliaracter of tlie unsaturated system is of importance only 
if this is present in a compound of the true quinone type. 

The naphthotocopherol (XVIII) assayed in the present investi- 
gation was prepared by a method which precludes its contamina- 
tion with the isomeric ketonic substance (XIX), which is formed 


Table VII 

ilisccUancous Compounds 


Compound 

Eflectivo dese 

2,3,5-Trimethyl-l, l-benzoquinono 

y 

Inactive at 1000 

Duroquinonc 

“ “ 1000 

2,3,5-Tritnethyl-C-phytyl-l,4-bonzoquinoDe (11, 14) 

“ “ 1000 

a-Tocopherylquinono (14) 

“ “ 1000 

9-Methj’lperinaphthenone-7 (15) 

“ “ 1000 

Xaphthotocopherol (11, 13) 

500 

2-Mcthyl-2-phytyl-2,3-dihydro-l, 4-naphthoquinone 
(11, 13) 

50 


in considerable amounts as a by-product in the synthesis of vita- 
min Ki and which, like (XVIII), is not extracted by Claisen’s 


H,C CHjC.iHji 
C 


Oi 




ICHj 

jcH. 




:CH, 


OH 

(XVIII) 


o 
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alkali. The naphthotocopherol occupies a unique position in 
that it evokes the biological responses characteristic of both 
vitamins E and K (13). The manifestation of antihemorrhagic 
activity of even a rather low order (500 y) raises an interesting 
point. The substance conceivably is convertible into a quinone 
by either oxidation or reduction. Chemical oxidation gives the 
naphthotocopherylquinone, or 7-hydroxy-j8, 7-dihydro vitamin Ki, 
but this substance is inactive (Table V). A partial, inefficient 
reductive cleavage of the chroman ring would explain the ob- 
served activity, for the /3,7-dihydride of vitamin Ki which would 
result is effective at 8 7. 

That the ketonic by-product (XIX) shows activity at 50 7 
seems remarkable. To be sure, the substance is isomeric with 
vitamin Ki hydroquinone and it has been found convertible into 
the vitamin in low yield by a process of pyrolysis and oxidation 
(11, 13). A biological conversion proceeding to the extent of 1 
to 2 per cent would thus appear at least possible. 

Naphthohydroquinone Esters and Ethers 

Inorganic Esters — Among water-soluble antihemorrhagic com- 
pounds of various types which have been suggested for use in 
parenteral therapy, a series of phosphate and sulfate esters of 
types (XX) and (XXI) were prepared and examined in our 


0P0(0H)2 

OSO 3 H 





OPOfOH). 

OSOjH 


(XX) (XXI) 

R = H or phytyl 

laboratories (10). Subsequently Foster, Lee, and Solmssen (42) 
published the results of a careful pharmacological study of the 
diphosphate ester of methylnaphthohydroquinone, and Ansbacher, 
Fernholz, and Dolliver (43) reported assays for this compound 
and for the corresponding sulfate ester. Our completed assays 
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(Table VIII) agree very closely with those of Foster, Lee, and 
Solnissen ai 2 d are st vananco with those ot the second group of 
workers. We find the diphosphate ester to be effective at a dosage 
of 0.5 7 , an amount which is equivalent to only 0.2 y of methyl- 
naphthoquinone, and, since our value for the minimum dose of 
the latter compound is 0.3 y, it is evident that on a molecular 
basis the ester is at least as potent as the quinone. We agree with 
Foster, Lee, and Solmssen on this point, but discount their sug- 
gestion that the action of methylnaphthoquinone or a similar 
compound is mediated through a phosphate ester, for the cor- 
responding ester derived from vitamin Kj should in this case show 


T-idle VIII 

Water-Soluble Inorganic Eaters 



Elective dead 

Compound 

Oral 

ve- 

nous 

Sodium 2-methyl-l,4-tiaphthohydroquinone di- 

7 

7 

phosphate (10) 

Sodium 2-methyl-l,4-naphthohydroquinone disuJ- 

0.5 

0.3 

fate (10) 

*> 

1-2 

Vitamin Ki hydroquinone diphosphoric acid (10). 
Sodium 2,3'dimethyl-l,4-naphthohydroquinone 

disulfate (10)... 

Potassium vitamin Kj hydroquinone disulfate (10). 

50 

500 

Inactive at 500 

10 


much higher potency than is actually observed (Table VIII). 
This derivative of the vitamin is about 5 times as potent when 
given intravenously as when administered by mouth, whereas no 
appreciable differences were obseia'ed when the diphosphate and 
dfsuffate esters of the 2-methyI compound were assayed by these 
two methods. Another point of difference is that the hydroqui- 
none esters of vitamin Ki are much less active than the parent 
quinone, whereas the esters of methylnaphthoquinone exhibit 
molecular potency of the same order of magnitude as this sub- 
stance. 

We consider the most likely interpretation of the results to be 
that the inorganic esters imdergo more or less complete hydrolysis 
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in the body with liberation of quinones in the reduced form and 
that the latter are the agents which actually function. The dif- 
ferences noted would then signify that the phosphates are more 
easily hydrolyzed than the sulfates, which is compatible with bio- 
chemical information, and that a given ester of 2-methyl-l,4- 
naphthohydroquinone is more readily hydrolyzed than the ester 
of 2-methyl-3-phy tyl-1 , 4-naphthohydroquinone. The latter prop- 
osition is reasonable, for in the second case both ester groups are 
subject to the hindering influence of an adjacent alkyl group, and 
one of these is a bulky isoprenoid side chain. 

Organic Esters and Ethers — Interest in acylated hydroquinone 
derivatives of quinones possessing antihemorrhagic activity orig- 
inated in the observation by Doisy and coworkers (44) that the 


Table IX 

Organic Esters and Ethers 


2-MothyH , 4-naphthohydroquinone 

Effective doae 

Diacetate (4) 

T 

1 

Dibenzoate (4) 

1 

Dimesitoate (12, 15) 

300 

Monoethyl ether (13) 

1 

Dimethyl ether 

5 

Dibenzyl “ (4) 

1 7 


crystalline hydroquinone diacetates of vitamins Ki and K 2 are 
about 1/2 as active as the quinones. The diacetate of 2-methyl-l , 
4-naphthohydroquinone has been assayed in several laboratories 
and the corresponding dibenzoate and dimethyl ether have been 
studied by Ansbacher, Fernholz, and Dolliver (45). Our results 
for these esters and ethers (Table IX) are in substantial agreement 
with those of other investigators. 

As a test of the obvious hypothesis that the acylated naphtho- 
hydroquinones undergo hydrolysis in the organism, and e.Kert an 
antihemorrhagic action merely by virtue of the functioning of tlie 
liberated hydroquinone, methylnaphthohydroquinone dibenzoate 
was compared with the highly hindered dimes! toate (XXII) . The 
latter ester is very resistant to hydrolysis, and the results indicate 
that it possesses no more than about 1/300 the potency of the 
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dibenzoate. Tiiis observation lends plausibility to the hypothesis 
mentioned. 


CH, 



The ethers of methylnaphthohydroquinone would be e.\pected 
to be much more resistant to hydrolysis than the acetates and, on 
obsetv’ing that the dimethyl ether is nevertheless about 1/10 as 
active as the quinone, .-Vnsbacher, Fernholz, and Dolliver (45) 
were inclined to favor the idea that the hydroquinone derivatives 
in general function as such and not in the form of the hydroqui- 
none-quinone system. Our assays place the dimethyl ether in 
the same relative position with regard to activity. The dibenzyl 
ether, which probably is subject to more ready hydrolytic fission, 
appears somewhat less active on a weight basis but actually is 
slightly more potent than the dimethyl ether on a molecular basis. 
The monoethyl ether of the probable structure (XXIII) is signifi- 
cantly more active than either of the diethers, and it occurred 
to us that this ether, being of a type susceptible to oxidation, might 
be convertible to the quinone in the organism by an oxidative 
mechanism. The observation of Doisy and coworkers (46) that 


OCiHs 



OH 

(XXIII) 
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l,4-diacetoxy-2-inethylnaphthalene-3-acetic acid is very resistant 
to hydrolytic fission but can be converted to the corresponding 
quinone by oxidation suggested that a diether might also be sus- 
ceptible to oxidation. In a trial experiment it was found that 
the methylnaphthohydroquinone dimethyl ether (XXIV) can 
indeed be converted smoothly into the corresponding quinone 
(XXV) by oxidation with chromic acid (12). It therefore seems 




OCH3 


CHj 


OCH3 

(XXIV) 


CrOa 

60 “ 


0 



(XXV) 


possible that hydroquinone esters and ethers function as anti- 
hemorrhagic agents by virtue of a biological conversion to the 
hydroquinones or quinones by either the hydrolytic or the oxida- 
tive route. 


Hydrogenated Naphthoquinones 

An interesting field for the further consideration of the possible 
biological transformation of the administered material is provided 
by a series of hydrides (Table X) obtained in part by catalytic 
hydrogenation of vitamin Ki or methylnaphthoquinone, and in 
part by an independent method of synthesis. The 5,8-dihydride 



(XXVI) 



of vitamin Ki (XXVI) is 1/4 as active as the vitamin and twice as 
potent as the isomeric /J, 7-dihydride (Table I). Partially hydro- 
genated quinones of this type are easily converted into the fully 
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aromatized naphtlioquinoncd by chemical oxidation, the hj'drogen 
atoms at positions 5 and S being highly activated and subject to 
either direct attack or to oxidative removal subseriuent to an 
enolic shift to oxygen. Thus the observed activity of (XXYI) 
may well be the result of a partial dehydrogenation to the vitamin. 
In sharp contrast to the behavior of the 5 ,8-dihydride, he.xahydro- 
vitamin Kj (XXVII) gave only a feeble response at the high level 
of 1000 y. Fernholz, MacPhillamy, and Ansbacher (47) observed 
no activity at twice this dosage by the 6 hour method. The sub- 
stance should be compared with the d. 7 -dihydride, for which the 
effective dose is S y, and it is evident that complete saturation of 
the non-quinonoid ring produces a profound change. Chemically, 

T.^dle X 


Hydrides of Vitamin Ki and of Methylnaphthoquinone 


Compound 

Effective do3o 

5,8-Dihydrovitamin Kj (11, 14) . 

7 

4 

^,7,5,6,7,8-Hexahydrovitamin K, {11, 15) 
2-Methyl-5,S-dihydro-l,4-naphthohydroqui- 

1000 (Very slight) 

none (14) 

2-Methyl-o,8,9,10-tetrahydro-l,4'naphtho- 

6 

quinone (14) 

2-Methy 1-5 ,0,7, S-te trahy dro-l , 4-naphtho- 

8 

quinone (15) 

500 


the compound is to be regarded as a benzoquinone with four alkyl 
substituents, and from this point of view it is most nearlj’’ compa- 
rable with the inactive 2,3,5-trimethyl-6-phytyl-l,4-benzoqui- 
none ((XVI) above). When the side ring contains no activating 
double bond, it does not share the susceptibility to dehydrogena- 
tion characteristic of compounds of the type (XXVI). The lack 
of significant activity thus appears to be attributable to the inabil- 
ity of the substance to undergo biological transformation into a 
naphthoquinone. 

Sunilar relationships were observed among various hydrides of 
2-methyl-l ,4-naphthoquinone. The condensation of butadiene 
with toluquinone affords the 5,8,9, 10-tetrahydride (XXVIII), 
which in the presence of a trace of an acid or a base is smoothly 
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isomerized to2-methyl-5,8-dihydronaphthohydroquinone (XXIX). 
The latter compound was assayed as such rather than in 


OH 



H+ 



(XXVIII) 


(XXIX) 


the form of the quinone, of which it is doubtless the biological 
equivalent, because the quinone is a highly sensitive compound 
subject to rapid deterioration. The substance does not show 
as high a ratio of potency to methylnaphthoquinone as does the 
5 , 8-dihydride of vitamin Ki to the vitamin, possibly because of the 
destruction of a part of the sensitive quinone formed as an inter- 
mediate in the process of aromatization of the end ring. As in the 
vitamin series, the 5,6,7,8-tetrahydride of methylnaphthoqui- 
none shows activity of only a low order (compare Fernholz, Mac- 
Phillamy, and Ansbacher (47)). The isomeric 5 , 8 , 9 , 10-tetra- 
hydride (XXVIII), however, possesses considerable potency, 
being about 1/8 as active as vitamin Ki. This diene addition prod- 
uct does not possess the structural characteristics and properties 
of a quinone and is quite far removed from a naphthoquinone 
type. An explanation of the vitamin K activity on the basis of 
the structure as such is far to seek, and the biological action of 
the compound seems, rather, to be a manifestation of the step- 
wise conversion of the substance into methylnaphthoquinone, and 
possibly to a true vitamin K type principle. 


Naphthalene and Teiralin Derivatives 

In a further study of possible biochemical changes 2-methyl- 
1-naphthol (XIXX) and 3-methyl-l-naphthol (XXXI) were 
examined for comparison with 2-methyl-l ,4-naphthohydroquinone 
(XXXII), which is effective at practically the same level as the 
quinone. The two methylnaphthols were found to possess 
striking antihemorrhagic potency, giving a full response at 1 r 
and at 0.6 7, respectively (Table XI). It would seem remarkable 
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on 

(XXX) 


on 

AAi 


!CH. 


(XXXI) 


OH 





OH 

(XXXII) 


that these simple naphthalene derivatives should be capable of 
exerting in their own right an action characteristic of complex 


Table XI 


Mclhijlnaphthols, MclhyUelraloncs, and Related Compounds 


Compound 


Effective do30 


y 


2-Methyl-l,4-naphthohydroquinonc 

2- Methyl-l-naphthol (12, 15).. . ■ 

3- Methyl-l-naphthol (12, 15) 

4- Methyl-l-naphthol 02, 15). . . 

l-Methyl-2-naphthol (12, 15).. 
3-Methyl-2-naphthol 02, 15). . 

1- Xaphthol 

2- Methyl-l-tctralone (12, 15) 

3- Methyl-l-tetralone (12, 15)... . 

2-Methyl-l-naphthylamine (12, 15) 

^-Methylnaphthalene 

a-Methyl- 7 -phenylbutyric acid (15) 


0.5 

1 

0.6 

Inactive at 1000 
“ " 1000 
“ “ 1000 
1000 (Slight) 

0.6 

1 

5 

1000 (Slight) 
Inactive at 1000 


vitamin principles of higlily specific structures. - ap o 
evokes no such response. In order to determine et er is is 
a general property associated with mcthjdnaphthols e int es i 
gated the three other possible isomers having the tiso groups in 
the same ring, (XXXIII) to (XXXV). These are all completely 
inactive, and yet they do not depart greatty in stmeture ^ 

highly potent isomers, 4-methj’l-l-naphthol hat ing t e reac ne 
a-hydroxjd group characteristic of these compoun ^ 
methyl-2-naphthol the methyl group at the ^ position. Ihere is, 
however, a striking differentiation in this series of x e isomers m 
that two of them are convertible by direct processes into --met y - 
1,4-naphthoquinone and the other three are not. t can ar y 
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OH 


/\A 



GHj 


(XXXIII) 


cm 


I OH 

V Y 

\/\J 


^\y\ 


OH 

CH, 


(XXXIV) (XXXV) 


be a coincidence that those two which can yield the quinone 
share its biological action and that the non-convertible isomers 
are inactive. The results thus provide a strong indication that 
the active methylnaphthols when administered to animals undergo 
efficient hydroxylation at the position para to the hydroxyl group. 

2-Methyl-l-naphthylamine (XXXVI) shows considerable ac- 
tivity but is only 1/5 as potent as the corresponding methylnaphthol 
(XXX). The amine may conceivably undergo deamination to 
(XXX) or para-hydroxylation and oxidation, and in either case 



OH 

/•\/\ 

1 

NHj 

(XXXVI) 

NHj 

(XXXVII) 


the over-all process must involve some losses. The p-hydro.xy 
compound (XXXVII) has been assayed by Emmett, Kamm, and 
Sharp (48) and found nearly as potent as methylnaphthoquinone, 
whereas the methylnaphthylamine is only about 1/17 as effective 
as this reference substance. A p-aminonaphthol probably re- 
quires no special process of deamination, since this can occur 
spontaneously following o.xidation of the substance to a qui- 
noneimine. 

The results for the tetralones (XXXVIII) and (XXXIX) in 
Table XI show that these substances give every indication of 
functioning as precursors of the corresponding methylnaphthols, 
for they are effective at practically the same level. There is a 
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o 



o 


(XXXVIII) (XXXIX) 

slight difference in potency between the two tetralones and the 
order is the reverse of that of the methylnaphthols. Differences 
in the relative efficiencies of the various steps in the conversion 
and in the susceptibility to side reactions would account for such 
minor variations. 

There is no inconsistency in the view that the alicyclic ring of 
a tetralone undergoes aromatization in the body, whereas that 
present in 2-raethyl-5,6,7,8-tetrahydro-l ,-l-naphthoquinone does 
not, for the tetralone can function in the enolic form in which a 
double bond is supplied to the ring in question and only 2 hy- 
drogen atoms have to be removed in order to produce a phenol. 
The energj' required for aromatization of a tetrahydrobenzenoid 
ring is far greater than for a dihydride with the bond structure of 
the enol (XL). The aromatization of a tetralone is thus com- 


(XXXVIII) 



(XL) 


parable with that indicated as occurring biologically with the 
0,8-dihydronaphthoquinones mentioned. 

As far as our observations go, the liimt of biological conversion, 
as indicated by high antihemorrhagic activity, is reached with the 
tetralones and methylnaphthols. An acid precursor which jdel 
one of the tetralones on cyclodehydration was tested nega 
tive results, and /S-methylnaphthalene showed little indication 
of undergoing biological oxidation. 
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SUMMARY 

Bioassays for antihemorrhagic activity in chicks by the 18 
hour method are reported for 79 compounds synthesized or se- 
lected with the view of obtaining information on the relationship 
between vitamin K activity and structure. A number of interest- 
ing relationships are suggested by the data, and, although the 
nature of the phenomenon is such that any interpretation must 
be tempered with reservation, the following main conclusions 
seem indicated. 

Antihemorrhagic activity of any biologically significant mag- 
nitude is found only in the series of the 1,4-naphthoquinones, or 
among compounds convertible into such quinones. Consider- 
able specificity is evident in the series which embraces vitamins 
Ki and K2 and all other 1,4-naphthoquinones having a methyl 
group at the 2 position and some more extended group at position 
3. A double bond in the ^,7 position of the 3-substituted side 
chain contributes to the potency of the compound, while unsatura- 
tion at points more remote from the quinonoid nucleus is without 
influence. A branched chain isoprenoid structure of the 3-sub- 
stituent is more favorable for the development of antihemorrhagic 
activity than a straight chain arrangement, and the carbon con- 
tent is also a factor of importance. In the series of quinones 
having a branched side chain the activity tends to increase as 
the chain is lengthened and reaches a maximum when the chain 
includes some 20 or 30 carbon atoms. 

Although the methyl group at position 2 is important for the de- 
velopment of highest potency, /3-alkenylnaphthoquinones lacking 
this group retain an average of about 1/65 the activity of the 
methylated quinones and exhibit all the above features of speci- 
ficity. Any extension of the 2-methyl group, however, or any 
alkyl substitution in the benzenoid ring, results in complete ob- 
literation of the activity. The high potency of 2-methyl-l,4- 
naphthoquinone is similarly almost completely wiped out by re- 
placing the methyl group by ethyl or propyl, or by introducing a 
methyl group at any of the four positions in the benzenoid ring. 
Hydroxyl substitution in nuclear positions of methylnaphtho- 
quinone or into the side chain of j3,7-dihydrovitamin Ki results 
in loss in potency. 

The antihemorrhagic activity observed with a considerable 
number of the compounds tested seems to be attributable not to 
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the functioning of the actual substance administered but to its 
conversion in the animal body to a vitamin K type principle in 
the course of the assay. It appears possible that methylnaphtho- 
quinone e.\hibits high potency by virtue of its functioning as a 
component in the biosynthesis of a quinone of the general t3’pe 
exemplified bj- vitamins Ki and K*. Inorganic and organic 
esters of methylnaphthohj'droquinone and vitamin Ki hj’dro- 
quinone most likely owe such activitj' as thei' e.xhibit to a more or 
less efficient hj'drolj'sis in the organism, whereas ether derivatives 
maj' be convertible into the corresponding quinones by a process 
of metabolic o.xidation. Still more extensive changes which 
appear from the assaj’ data to be of likelj’- occurrence are illus- 
trated in the accompanying chart. A figure is included for each 
compound giving the effective dose in micrograms as found in 
our assaj’s, and the arrows indicate postulated metabolic changes. 
Thus the remarkablj' potent, methj’ltetralones are considered 
to suffer dehj’drogenation to the methylnaphthols, which in turn 


2-Methyl tetralone-1 

(0.6 y) 


3-Methy]tetralone-l 

(It) 



2-Methyl-l, 4-naphthoquinone ^ 2-Methyl-l,4-naphthohydroquinone 
(0.3 t) (0-° 'i') 

I . 1 


Oxide 2H 

{1.2 y) > 


Phytol 
Vitamin Ki 


(It) 


— 2H 5,8-Dihj'dride 
(-i t) 


are converted by hydroxylation into methylnaphthohj’^droquinone; 
the latter substance, or the biologically equivalent quinone, maj"^ 
then combine with an isoprenoid alcohol to give a vitamin K 
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factor. The potencies observed for all of the compounds in this 
complex series do not depart very widely from molecular equiva- 
lence. Other biological processes indicated as likely by the assay 
results apparently proceed with varying efficiency. Thus the 
oxide of vitamin Ki is almost equivalent to this substance in 
activity and therefore may be subject to nearly quantitative bio- 
reduction, whereas that of methylnaphthoquinone probably is in 
part dissipated by conversion into the less active phthiocol. Com- 
pounds having a dihydrobenzenoid ring, as exemplified by 5,8- 
dihydrovitamin Ki, appear capable of moderately efficient de- 
hydrogenation, but the corresponding tetrahydrides are resistant 
to such a change. 

Addendum (January 15, 1941) — Since this paper was submitted for 
publication Lee, Solmssen, Steyermark, and Foster (49) have published 
additional assay data for sodium 2-methyl-l,4-naphthohydroquinone 
diphosphate which are in close agreem<jnt with the earlier results from the 
same laboratory (42) and with the present results (Table VIII). Lee 
elal. are in error in stating that Fieser and Fry (10) reported assays indicat- 
ing that sodium 2-methyl-l,4-naphthohydroquinone diphosphate is only 
moderately active. The- statement which they quote refers to the phos- 
phate ester of vitamin Ki hydroquinone and not to that of 2-methyl-l,4- 
naphthohydroquinone; the exact dose level of the latter ester had not at the 
time been determined. 
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THE ROLE OF THE EXTERNAL SECRETION OF 
THE PANCREAS IN LIPID METABOLISM 

THE PREVENTION OF FATTY LIVERS IN DEPANCREATIZED 
AND DUCT-LIGATED DOGS BY THE DAILY FEEDING OF 
FRESH PANCREATIC JUICE* 
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There can be no doubt that the pancreas contains a factor other 
than insulin that prevents the deposition of excessive amounts of 
fat in the liver. Evidence for this view was first obtained in the 
completely depancreatized dog kept alive with insulin, in which 
fatty livers were found to develop when the animal was main- 
tained on a diet adequate in proteins, vitamins, and salts but 
lacking raw pancreas (1-3). Later work show'ed that ligation of 
the pancreatic ducts was sufficient to induce fatty livers (4-6). 
The question now arises as to how the factor in the pancreas 
that inhibits the accumulation of excessive amounts of fat in the 
liver is made available to the organism. Although observations 
on the duct-ligated dog suggest that the factor is released by the 
external secretion of the gland, the fact must not be overlooked 
that this procediu-e is associated with atrophy of a portion of the 
gland and hence may be responsible for the destruction of an 
internal secretory mechanism. It would appear that imequivocal 
evidence for the action of the external secretion could be obtained 
only by directly examining the effects of the ingestion of pancreatic 
juice upon lipid metabolism. This has been done in the present 
investigation. 

* Aided by grants from the Christine Breon Fund for Medical Research 
and the Melville Luther Montgomery Donation. Assistance was also fur- 
nished by the Works Progress Administration (Official Project No. 65- 
1-08-62, Unit A6). 
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EXPERIMENTAL 

Sixteen adult dogs were employed in this study; eight of these 
were depancreatized and eight subjected to duct ligation (4). 
Before these operations, each dog z'eceived twice daily at 8 a.m. 
and at 4 p.m. a mixture containing 30 gm. of lean meat and 6 gm. 
of sucrose per kilo. Vitamin and salt supplements were added to 
the mixture daily in the form of 3 cc. of cod liver oil,^ 5 cc. of galen 
B (vitab, Type II, liquid),- and 2 gm. of Cowgill’s salt mixture (8). 

Three of the depancreatized dogs served as controls. They 
were injected twice daily with insulin and fed a diet of lean meat, 
sucrose, bone ash, and vitamin supplements. The other five 
received raw pancreas in addition to the insulin and dietary treat- 
ment until they regained a vigorous appetite. The feeding of 
raw pancreas was then discontinued and pancreatic juice added 
to the dietaiy mixture. The control dogs were sacrificed for liver 
examination 20 weeks after pancreatectomy, the other five at 
intervals of 23 to 28 weeks after it, during the last 20 weeks of 
which four of them received an average of 377 cc. and one of them 
422 cc. of pancreatic juice daily. The 20 week interval of observa- 
tion was adopted, since it was previously shown that at least 16 
weeks were required to insure the deposition of fatty acids in excess 
of 14 per cent in the livers of depancreatized dogs receiving a diet 
containing no raw pancreas (9). 

Following duct ligation, the eight dogs received insulin® (4) 
and a diet of lean meat, sucrose, and raw pancreas as well as the 
vitamin and salt supplements. When the animals had fully 
recovered from the operation (as shown by the complete healing 
of the wound and the acquisition of vigorous appetites), the 
feeding of raw pancreas was discontinued. For 20 weeks there- 
after four of the animals received pancreatic juice (422 cc. per dog 

‘ Standardized cod liver oil was kindly furnished by Mead Johnson and 
Company. 

“ Kindly furnished by Vitab Products, Inc., Emeryville, California. 
Galen B (vitab, Type II, liquid) is essentially an aqueous e.vtract of rice 
bran. Its vitamin content is as follows: thiamine 150 y per cc. (50 u.s.p. 
units), riboflavin 10 y per cc., pyridoxine 150 y per cc., pantothenic acid 
-100 y per cc., nicotinic acid 2 mg. per cc. In addition it contains at least 
two unidentified factors, the eluate factor and the filtrate factor (7). 

’ The insulin was generously donated by Eli Lilly and Company. 
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per day), whereas the four control dogs were fed only the lean 
meat-sucrose mixture. 

Supply of Pancreatic Juice — Pancreatic juice was obtained from 
dogs by means of a modified Elraan-^IcCaughan fistula (10) 
In order to provide adequate amounts of pancreatic juice, it was 
found necessary sometimes to maintain at one time as many as 
9 dogs with fistulac. In ail, over 60 juice-producing animals 
were used in the present study. The longest functional activity 
of such animals was somewhat over 2 months, the average about 
3 weeks. They were maintained on a diet of lean meat and raw 
pancreas, supplemented with salts and vitamins. Each animal 
also received intravenously 1 to 2 liters of Ringer’s solution daily. 

The interval between the collection of pancreatic juice and its 
administration varied. The juice ingested by Dogs D-228, 
D-229, D-230, and D-234 was about 16 to 28 hours old, whereas 
that received by Dogs D-256, E-56, E-63, E-65, and E-66 was 
about 8 to 10 hours old. 

The livers were removed in the morning after the animals had 
been sacrificed bj- means of an intravenous injection of 25 mg. of 
nembutal per kilo of body weight. At this time the dogs were in 
the postabsorptive state, having received their last meal and 
injection of insulin at about 4,00 p.m. of the prewus day. The 
whole liver was thoroughly ground and mixed and samples taken 
for analyses. The o.xidative procedures employed for lipid 
analyses have been described elsewhere (11). Free cholesterol 
was measured in an acetone solution after the phospholipids had 
been precipitated. 

Results^ 

Depancreaiized Dogs — ^The three control dogs possessed fatty 
livers when e.xamined 20 weeks following pancreatectomy. The 
total fatty acid content varied from 15.1 to 20.5 per cent. The 
data in Table I show that pancreatic juice fed twice daily is a 
most effective agent in preventing the deposition of excessive 
amounts of lipid in the liver. In three of the dogs treated with 
pancreatic juice the total fatty acid content of the liver did not 
e.xceed 4 per cent; the foiurth had a value of 7 per cent (Dog D-22Q), 

*A preliminary report of some of the data has appeared (Proc. Soc. 
Exp. Biol, and Med., 43, 349 (1940)). 
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The ingestion of pancreatic juice resulted in the maintenance 
of the cholesterol content of the livers within the normal range 
(3), whereas in the absence of pancreatic juice both the free and 
the esterified fractions were increased. The phospholipid content 
of the livers of the dogs receiving pancreatic juice did not differ 
significantly from that found in the livers of the control dogs. 


Table I 

Injluence of Ingestion of Pancreatic Juice upon Liver Lipids of 
Depancreatized Dogs Maintained with Insulin 


The values are expressed as per cent of wet tissue. Each dog after 
pancreatectomy was fed 500 gm. of meat and 100 gm. of sucrose per day in 
addition to raw pancreas and pancreatic juice. 



Dog weight 





Period 

since 

Liver 

weight 

Cholesterol 

Total 

Phos- 

Dog No. 

Pre- 

opera- 

tivo* 

Final 

iiaw pan- 
creas led 

rancrcauc 
juico fed 

pan- 

crea- 

tec- 

tomy 



fatty 

acids 

pho- 

lipid 


kg. 

kg. 

viks. 

ill 

wks. 

CC. per 
day 

wks. 

gm. 

per 

ceni 

per 

cent 

per 

cent 

per 

cent 

D-228 


9.5 

8 

250 

20 

377 

28 

530 

BE 

BE 


2.12 

D-229 

9.9 

9.8 

8 

250 

20 

377 

28 

540 

m 

ED 


2.35 

D-230 



8 

250 

20 

377 

28 

570 

0.21 


5.79 

2.25 

D-234 

16.7 

11.1 

4 

250 

20 

377 

24 

535 


0.19 

3.11 

2.50 

D-256 

13.6 

13.3 

3 

250 

20 

420 

23 

470 



3.19 

1.95 

D-20S 

12.5 

12.5 





20 

1100 




2.06 

D-209 


7.8 





20 

500 


R^ 


1.98 

D-210 


7.7 






637 




2.55 


♦ The preoperative diets of these dogs consisted of 30 gm. of lean meat 
and 6 gm. of sucrose per kilo of body weight per day. 2 gm. of Cowgill's 
salt mixture (8), 3 cc. of cod liver oil, and 5 cc. of vitamin B concentrate 
were fed daily. 


Duct-Ligated Dogs — ^Three of the control dogs possessed fatty 
livers, the fatty acid contents of which ranged from 16.6 to 31.4 
per cent. The liver of Dog E-59, also a control dog, contained 
7.1 per cent fatty acid. It is evident from Table II that the 
daily ingestion of pancreatic juice is just as effective a control in 
the duct-ligated dog as in the depancreatized dog. The highest 
value for total fatty acid observed in the four dogs that received 
pancreatic juice daily did not exceed 5 per cent. 

An interesting difference between the depancreatized and the 
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duct-ligated dogs wiis found in the response of their body weights. 
Despite the feeding of pancreatic juice, the former failed in most 
cases to maintain their preoperative weights, but all the duct- 
ligated animals that received pancreatic juice showed a gain 
in weight. 


T.\dle If 

Influence of Ingestion of Pancreatic Juice upon Liver Lipids of 
Ducl-Ligatcd Dogs Maintained with Insulin 
The values are expressed as per cent of wet tissue. Each dog after duct 
ligation was fed 500 gm. of meat and 50 gm. of sucrose per day in addition 
to the raw pancreas and pancreatic juice; during a period of 3 weeks each 
received 250 gm. of raw pancreas per day. The control dogs were fed at 

8.00 a.m. and at 4.00 p.m. The juice-fed dogs were fed at S.OO a.m. and at 

9.00 p.m. 



Dog weitht 


. ... 

Period 

liver 

weight 

Cholesterol 

Total 


Dc^ No. 

Pro- 

opera- 

tive* 

Final 

iuico fed 

duct- 

ligation 

Total 

Preo 

fatty 

acidj 

pho- 

Ltpicb 


ij. 


trit. 

CC. JKT 

da'j 

xek*. 

Om. 

per cent 

per ccnl 

per ccnl 

per cent 

E-56 

12.1 

IG.O 

20 

420 

23 

350 

0.24 

0.21 

2.24 

2.37 

E-63 


19.7 

20 

420 

23 

290 

0.25 

0.23 

4.90 

2.92 

E-65 

14.3 

17.0 

20 

420 

23 

317 

0.26 


4.98 

4.17 

E-66 

ESI 

18.0 

21 

420 

24 

372 

0.21 

0.21 

2.62 

2.66 

E-57. 


10.7 



23 

255 

0.22 

0.21 


3.46 

E-59 

9.2 

7.3 



23 

268 

0.26 

0.24 

7.13 

2.36 

E-64 

15.3 

9.2 



23 

550 

0.41 

0.24 

16.60 

1.27 


14.8 




23 

381 

0.30 

0.20 

22.70 

1.56 


* The preoperative diets consisted of 30 gm. of lean meat and 6 gm. of 
sucrose per kilo of body weight per day. 2 gm. of Cowgill’s salt mixture 
(8), 3 cc. of cod liver oil, and 5 cc. of vitamin B concentrate were fed daily. 
5 gm. of bone ash were given with each meal. 


DISCUSSION 

The results presented here provide conclusive evidence that fatty 
livers produced either by excision of the pancreas or by duct 
ligation can be completely prevented by the dailj^ ingestion of 
fresh pancreatic juice. This observation establishes an essential 
function for the external secretion of the pancreas] namely, the 
maintenance of a normal lipid level in the liver. It would appear 
that the daily release of pancreatic juice into the gastrointestinal 
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tract is necessary for inhibiting excessive amounts of fat from 
being deposited in the liver. 

The mechanism whereby pancreatic juice brings about this 
effect is at present obscure. Absorption of the liver factor prob- 
ably occurs after the pancreatic juice is poured into the small 
intestine, but an answer to the question whether it is absorbed 
unaltered in the form present in the pancreatic juice or whether 
before absorption it is changed by an interaction with the in- 
testinal mucosa or some dietary constituent must await further 
investigation. Moreover, it is still not impossible that pancreatic 
juice may be only indirectly involved, and that some substance 
in either the lumen or the mucosa is acted upon by the pancreatic 
juice to produce the active factor. Irrespective of these specula- 
tions, it is now apparent that the evidence provided by Van 
Prohaska, Dragstedt, and Harms (12) for the claim that the liver 
factor is released by the pancreas by way of the blood stream 
only and not through the external secretion of the gland is no 
longer tenable. 
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THE ROLE OF THE EXTERNAL SECRETION OF 
THE PANCREAS IN LIPID METABOLISM 
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UPON THE LEVEL OF BLOOD LIPIDS IN COMPLETELY 
DEPANCREATIZED AND DUCT-LIGATED DOGS 
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The observation that the maintenance of a normal lipid content 
in the liver is dependent upon the daily supply of an adequate 
amount of the external secretion of the pancreas (1) suggested a 
similar investigation tvith regard to the control of lipids in the 
blood. Previous studies have shown that a fall in all blood lipid 
constituents occurs in completely depancreatized dogs kept alive 
with insulin and in dogs in wliich the pancreatic ducts have been 
ligated when pancreas replacement therapy is vdthheld (2, 3). 
The daily ingestion of raw pancreas was found to have a unique 
effect in the diabetic dog in that it not only prevented the fall 
in lipids but led to an increase in the lipid concentration of the 
blood markedly in excess of the normal (4). The blood lipids of 
the duct-ligated dog were also maintained at high levels by the 
feeding of raw pancreas (3). This property of raising the blood 
lipids above normal was lost when the raw glandular tissue was 
autoclaved, although in large amounts it still possessed the cura- 
tive action on the liver and the ability to raise the blood lipid to 
or near the normal or preoperative level (5). This limited action 

* Aided by' grants from the Christine Breon Fund for hledical Research 
and the Melville Luther Montgomery Donation. -Assistance was also 
furnished by the Works Progress Administration (OlBcial Project No. 
65-1-08-62, Unit A6). 
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on the blood lipids is similar to that produced by the ingestion of 
large amounts of choline (6). 

EXPERIMENTAL 

The dietary treatments employed for the maintenance of the 
completely depancreatized and duct-ligated dogs and the proce- 
dui-es by which large volumes of pancreatic juice were supplied 
over a period of several months have been recorded in the pre- 
ceding paper (1). 

Whole blood was removed for analyses while the animals were 
in the postabsorptive state. The oxidative procedures employed 
for the determination of total cholesterol, phospholipid, and total 
fatty acids have been described elsewhere (2). Free cholesterol 
was measured in the acetone solution after the phospholipid had 
been precipitated. 

Results^ 

Depancreatized Dogs — The blood lipids of each of five dogs 
(Table I) were determined during three experimental states: 
before pancreatectomy; during a period of 3 to 8 weeks after 
pancreatectomy, when the dogs were fed raw pancreas (in addition 
to the lean meat-sucrose diet) ; and during a subsequent 20 weeks, 
when the daily feeding of fresh pancreatic juice was substituted 
for the raw glandular tissue. 

A comparison of the values obtained during these three states 
indicates that pancreatic juice is as effective as raw pancreas in 
raising the blood lipids of the depancreatized dog above preopera- 
tive levels. This is particularly well shown in Dog D-230. Before 
pancreatectomy the values for total cholesterol were 150 to 155 
mg. per 100 cc. of whole blood. At the end of the 8 week period 
after pancreatectomy, during which raw pancreas was fed daily, 
total cholesterol had risen to 240 mg., the increase being reflected 
in both the free and the esterified fractions. During the 20 weeks 
in which pancreatic juice was administered, the blood lipids of this 
animal were e.xamined seven times. Six of the values for total 
cholesterol were \vell over 200 mg., one being as high as 277 mg. 
In two of the dogs (Nos. D-228 and D-229) some fluctuations were 

* A preliminary report of some of the data has appeared (Proc. Soc. 
Exp. Biol, and Med., 40, 6 (1939)). 
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Table I 


^fccl of Ingcslion of Pancreatic Juice for Long Intervals upon Whole Blood 
Lipids of Completely Depancreatized Dogs Maintained icith Insulin 


Weisht 

Period 

after 

paa- 

crea- 

tcc- 

temy 

Period 

fed 

pan- 

creas 

Period 

receiv- 

ing 

pan- 

creatic 

juico 

Cholesterol 

Total 

fatty 

acids 

I 

Total 

lipid 

Total 

Preo 

Eater 


uit. 


uir. 

mj. per 

m 3 , per 

mg. per 

mg. per 

mg. per 

mg. per 





ICOcc. 

ICO ce. 

100 C£, 

ICO cc. 

100 cc. 

ICO ce. 

10.5 

(!)• 



142 

128 

14 

368 

315 

510 

10.5 

(0) 



153 

138 

15 

363 

313 

516 

9.9 

5.8 

5.8t 


176 

138 

37 

356 

442 

531 

9.6 

8.0 

8.0 


193 

148 

50 

452 

402 

650 

9.2 



l.Of 

166 

94 

72 

412 

336 

578 

9.2 

12.7 


4.2 

182 

121 

61 

382 

382 

564 

9.1 

15.4 


6.9 

151 

85 

66 

308 

361 

459 

9.5 

18.4 


9.9 

142 

85 

57 

410 

327 

552 

9.7 

19.4 


10.9 

165 

106 

59 

376 

365 

541 

9.5 

23.7 


14.2 

157 

103 

54 

422 

399 

579 

9.5 



20.0 

175 

110 

65 

453 

400 

628 

9.9 

(1) 



170 

128 

42 

380 

313 

550 

9.9 

(0) 



161 

132 

29 

393 

320 

554 

9.7 

5.8 

5.8 


214 

154 

60 

471 

416 

685 

9.7 

8.0 

8.0 


232 

172 

60 

463 

363 

695 

9.5 

10.4 


1.9 

232 

166 

66 

448 

445 

680 

9.4 

12.7 


4.2 

235 

163 

72 

463 


698 

9.4 

15.4 


6.9 

175 

141 

34 

475 

376 

650 

9.0 

18.4 


9.9 

175 

153 

22 

322 

346 

497 

9.4 

19.4 


10.9 

177 

116 

61 

321 

361 

498 

9.6 

23.7 


14.2 

170 

96 

74 

338 

338 

508 

9.8 

28.0 


20.0 

151 

92 

59 

403 


554 


• Before pancreatectomy each dog received daily 30 gm. of meat and 6 
gm. of sucrose per kilo of body weight supplemented with 2 gm. of Cowgill's 
salt mi.xture (7), 3 cc. of cod liver oil, and 5 cc. of vitamin B concentrate. 
The numbers in parentheses refer to the number of weeks before pancrea- 
tectomy. 

t During the interval when raw pancreas was fed each animal received 
twice daily 125 gm. of raw pancreas and 250 gm. of lean meat. 

t When the feeding of pancreatic juice was introduced, each animal 
received twice daily 250 gm. of lean meat and 50 gm. of sucrose in addition 
to the pancreatic juice. Dogs D-22S, D-229, D-230, and D-234 were fed at 
8.00 a.m. and at 4.00 p.m. Dog D-256 was fed at 8.00 a.m. and at 9.00 p.m. 
The first four dogs received an average of 377 cc. of pancreatic juice daily, 
whereas the last dog received an average of 420 cc. daily. 
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Tablk 1— Concluded 




Period 

after 

Period 

fed 

pan- 

creas 

Period 

receiv- 

ing 

pan- 

creatic 

juice 

Cholesterol 

Total 

Phos- 

Total 

lipid 

Dog No. 

Weight 

pan- 

crea- 

tec- 

tomy 




fatty 

acids 

pho- 

lipid 


Jcg. 

ieka. 

wks. 

wka. 

mg. per 
100 cc. 

' 1 

img. per 

100 cc. 

1 

mg. per \ 
100 cc. \ 

Wig. per 
100 cc. 

mg. per 
100 cc. : 

mg. per 
100 cc. 

D-230 

9.7 

(1.7) 



150 

127 

23 

404 

372 

554 


10.1 

mm 



155 

1 141 

14 

389 

348 

544 


9.2 


8.0 


240 

i 172 

68 

496 

460 

738 


8.9 



1.9 

234 

' 147 

87 

526 j 

435 

760 


8.8 

12.7 


4.2 

277 

151 

126 

576 i 

508 

853 


9.0 

15.4 


6.9 

238 

123 

115 

545 

356 

783 


9.1 

18.4 


9.9 

184 

102 

82 

518 

395 

702 


9.0 

19.4 


10.9 

239 

116 

i 123 

452 

324 

691 


9.1 

23.7 


14.2 

215 

132 

i S3 

438 

477 

653 


9.0 



20.0 

224 

107 

117 

508 

492 

732 

D-234 

16.3 

(1) 



178 

132 

46 

491 

450 

669 


16.7 

(0) 



184 

132 

52 

527 

422 

711 


13.9 ; 

4 j 

4.0 


193 

133 

60 

564 

420 

757 


12.0 

6 


2.0 

222 

124 

98 

550 

480 

772 


11.4 ! 

8 


4.0 

192 

122 

70 

545 

442 

737 

1 

12.2 

14 


10.0 

194 

112 

82 

558 

408 

752 


12.1 

15 

1 

11.0 i 

200 

110 

90 

593 

317 

793 


12.3 

19 


15.0 

202 

113 

89 

562 

342 

764 


11.1 

24 


20.0 

191 

126 

65 

446 

446 

637 

D-256 

14.2 

(2.5) 



143 

112 

31 

338 

372 

481 


14.7 

(1) 



146 ; 

106 

40 

311 

358 

457 


13.6 

3 

3 


226 

128 

98 

530 

413 

756 


13.5 

7 


4 

210 

117 i 

93 

524 

487 

734 


14.5 

11 


8 

226 1 

108 1 

118 

! 480 

473 

! 706 


14.6 

14 


11 

205 

109 i 

96 

482 

371 

687 


14.3 

16 


13 

235 i 

125 

no 

534 

492 

769 


13.3 

23 


20 

159 

105 

54 

419 

383 

578 


noted, and although certain of the cholesterol values found during 
the feeding of pancreatic juice Avere in close agreement with those 
observed during the preceding interval, in which raAv pancreas 
was fed, this was not always the case. Despite similar irregulari- 
ties in phospholipid and total fatty acids, there can be no doubt, 
from a comparison of the values obtained in the three intervals 
studied, that pancreatic juice is capable of maintaining elevated 
levels of these lipid constituents. 

Ducl-Ligaled Dogs — The blood lipids of four dogs (Table II) 













Table II 


Efccl of Ingestion of Pancreatic Juice on Blood Lipids of 
Duel-Ligated Dog 


Dog No, 

Weight 

Period 
after 
duct li- 

Period 

fed 

pan- 

creas 

Period 

fed 

pan- 

creatic 

juice 

Cholesterol 


Pho3- 

pho- 

lipid 

Total 

lipid 



gation 

Total 

Free 

Eater 



cJb. 

u-ii. 



mg, per 
100 cc. 

mi;, per 
IGOcc, 

mg. per 
ICOcc. 

mi;, per 
100 cc. 

mg. per 
100 cc. 

E-56 

12.1 

(D* 




125 

76 

425 

403 

626 


12.1 




176 

108 

68 

470 

392 

646 


12.5 

3 

3t 


172 

107 

65 

421 

332 

593 


13.5 

6 


H 

185 

129 

56 

423 

432 

608 


14.4 

11 


s 

233 

140 

93 

393 

489 

626 


14.7 

15 


12 

195 

109 

86 

470 

398 

665 


15.S 

22 


19 

205 

130 

75 

505 

486 

710 


16.0 



20 

220 

124 

96 

549 

460 

769 

E-63 

15.0 

B9 



153 

116 

37 

388 

460 

541 


15.0 




160 

114 

46 

409 

417 

569 


15.4 

wm 

3 


189 

122 

67 

498 

384 

687 


15.0 

mm 


4 

164 

127 

37 

466 

441 

630 


18.1 

n 


8 

196 

141 

55 

448 

382 

644 


19.6 

22 


19 

207 

124 

S3 

432 

474 

639 


19.7 



20 

199 



473 

425 

672 

E-65 

14.3 




186 

96 

90 

456 

382 

642 


14.3 




186 

95 

91 

474 

343 

660 


14.0 

wm 

3 


161 

94 

67 

362 

344 

523 


15.0 



3 

171 

106 

65 

393 

352 

563 


15.9 

10 


7 

200 

115 

85 

423 

451 

623 


16.5 

lo 


12 

170 

99 

71 

491 

492 

661 


17.0 

23 


20 

189 

115 

74 

400 

427 

589 

E-66 

13.0 

(1) 



159 

101 

58 

445 

355 

604 


13.3 


3 


178 

107 

71 

451 

405 

629 


15.0 



4 

ISO 

107 

73 

422 

406 

602 


16.5 



8 

182 



351 

430 

533 


17.3 

15 


12 

169 

118 

51 

444 

382 

613 


18.0 

21 


18 

174 

114 

60 

482 

421 

656 


18.0 

23 


20 

201 

126 

75 

515 

481 

716 


* The numbers in parentheses refer to the number of weeks before duct 
ligation. Before duct ligation each animal received 30 gm. of lean meat 
and 50 gm. of sucrose per kilo per day plus vitamin supplements with each 
evening meal. After duct ligation all dogs received twice daily a diet 
consisting of 250 gm. of lean meat and 25 gm. of sucrose plus vitamin sup- 
plements twice weekly. Each dog received 8 units of insulin after each 
meal. 

t During the interval when raw pancreas was fed each dog received 
125 gm. of the raw gland with every meal. 

t When pancreatic juice was fed, each dog received an average of 420 cc. 
per day in addition to the lean meat-sucrose diet. They were fed at 8.00 
a.m. and at 9.00 p.m. 
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were examined during three periods of observation: before duct 
ligation; during the first 3 weeks after duct ligation, in which raw 
pancreas was fed; during a subsequent period of 20 weeks, in 

Table III 

Influence of Ingestion of Various Amounts of Pancreatic J nice upon Whole 
Blood Lipids of Completely Depancreatized Dogs Maintained 
with Insulin 


All dogs received 250 gm. of meat, 50 gm. of sucrose, and 5 gm. of bone 
ash per meal plus vitamins twice weekly. 8 units of insulin were given 
after each meal. 




Period 
of ob- 
serva- 
tion 

Pancreatic juice 

Cholesterol 


li 


Dog No. 

Weight 

Inter- 
val fed 


i 

Total 

Free 

Ester 

Total 

fatty 

acids 

m 

Total 

lipid 




, juice 

per 

day* 





m 



kg. 

days 

days 

cc. 

OTff. per 
too cc. 

vtQ. per 
100 cc. 

mg. per 
100 cc. 

mg. per i 
100 cc. 

mg. per 
100 cc. 

mg. per 
100 cc. 

D-196 

7.6 

0 

0 


127 

97 

30 

308 

337 

435 


8.2 

25 

25 

60 

166 

89 

77 

410 

363 

576 


7.7 

40 

. 0 


115 

105 

10 

294 

321 

409 

D-155 

7.4 

0 

0 


94 

86 

8 

246 

183 

340 


8.5 

25 

25 

100 

137 

86 

51 

382 

349 

519 


7.9 

40 

0 


97 

82 

15 

236 

279 

333 

D-198 

7.6 

0 

0 


153 

135 

18 

382 

328 

535 


8.1 

22 

22 

250 

235 

171 

64 

563 

433 

798 


7.5 

38 

0 


132 

123 

9 

336 

280 

468 

D-101 

8.5 

0 

0 


109 

97 

12 

247 

142 

356 


8.9 

27 

27 

250 

185 

119 

66 

427 

356 

612 


8.6 

42 

0 


108 

108 


233 

228 

341 

D-104 

6.5 

0 

0 


121 

116 

5 

280 

183 

401 


7.0 

19 

19 

300 

205 

120 

85 

425 

403 

630 


6.5 

47 

0 


124 

117 

7 

360 

234 

484 

D-196 

7.7 

0 

0 


172 

no 

62 

296 

262 

468 


8.4 

27 

27 

315 

211 

145 

66 

501 

441 

712 


Qy| 

42 

0 


120 j 

99 

21 

325 

285 

445 


* Amounts recorded fed in two equal parts at 8.00 a.m. and at 4.00 p.m. 


which the feeding of pancreatic juice was substituted for the raw 
glandular tissue. A comparison of the levels of cholesterol, 
phospholipid, and total fatty acid found during these three in- 
tervals shows that a factor that inhibits the fall of all these lipid 
constituents is contained in the external secretion of the pancreas. 
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The values for cholesterol, phospholipid, and total fatty acid found 
at various intervals after the feeding of pancreatic juice had been 
instituted were as high as, or higher than, the preoperative values. 
The elevation above normal observed in the depancreatized dog is 
not so evident in the duct-ligated dog. 

Effects of Various .-I mounts of Pancreatic Juice upon Blood Lipids 
— In Table III are shown the results of an attempt to determine 
the smallest amount of pancreatic juice that will raise the blood 
lipids. Before the administration of the pancreatic juice, the 
six depancreatized dogs were maintained upon a diet of lean meat 
and sucrose, to which vitamin and salt supplements had been 
added. As pointed out elsewhere, this diet results in a fall in 
the level of all lipid constituents of the blood. To test the effects 
of small amounts of pancreatic juice, it seemed desirable to use 
dogs in which the blood lipids were low, for it is to be expected 
that such dogs would more readily respond to the factor raising 
the lipids than dogs in which the lipids had been maintained at 
a high level for some time. For this reason depancreatized dogs 
that had been kept on a diet deprived of pancreas until the blood 
lipids had fallen to low levels were used. The blood lipids of each 
dog were determined three times, (1) before the administration 
of pancreatic juice was started, (2) at the end of a period of 19 to 
27 days in which pancreatic juice was fed daily, (3) at the end of 
a subsequent 15 to 28 day period during which no pancreatic 
juice was fed. 

Amounts of pancreatic juice as small as 60 cc. daily (30 cc. with 
each meal) were found effective in raising the lipid level of the 
blood. With this dose of pancreatic juice, significant changes in 
esterified cholesterol and in total fatty acids of the blood were 
noted (Dog D-196). BGgher doses (50 cc. per meal to Dog D-155) 
produced decided responses in esterified cholesterol, phospholipid, 
and total fatty acids. Increases in free cholesterol were observed 
when daily feedings of 250 cc. or more were employed. In all 
cases the cessation of pancreatic juice feedings resulted in a drop 
in the level of cholesterol, phospholipids, and total fatty acids. 

suiuluiy 

The ability to raise the cholesterol, phospholipid, and total 
fatty acid content of the blood previously shown to be contained 
in raw pancreas is demonstrated in the present study to be associ- 
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ated with the external secretion of the gland. The daily ingestion 
of pancreatic juice was found to be effective in raising the low 
levels created by lack of replacement therapy and in maintaining 
the normal levels of cholesterol, phospholipid, and total fatty 
acid in the blood of completely depancreatized and duct-ligated 
dogs maintained with insulin. 
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COMBINATION OF PROTEINS AND METAPHOSPHORIC 

ACID 

By GERTRUDE E. PERL^LA.^'^' 

(,F rointhe Departmcnl of Physical Chemistry, Harvard Medical School, Boston) 
(Received for publication, October 16, 1940) 

The addition of an excess of metapliosphoric acid to egg albumin 
has been shown to lead to the formation of a precipitate contain- 
ing a constant proportion of bound metaphosphate (16). Protein 
and precipitant apparently combine in stoichiometric propor- 
tions. Furthermore, the value for bound metaphosphate appears 
to agree with the acid-combining capacity of the protein as 
determined by electromotive force measurements (3, 4). 

The present study indicates that a similar relation holds for 
other proteins. The uniformity of the relationship suggests more- 
over that precipitation by metaphosphoric acid may be used as 
an analytical procedure to determine the total acid-combining 
capacity of proteins. 


EXPERIMENT.-VL 

The follondng sLx proteins, chosen since they represent proteins 
with a wide range of chemical and physicochemical properties, 
were selected for study: (1) crystalline zinc insulin, kindly sup- 
plied to us by Eli Lilly and Company; (2) crystalline edestin, 
kindly supplied by Dr. H. B. Vickery; (3) crystalline horse hemo- 
globin, prepared according to the method of Ferry and Green (5); 
(4) crystalline horse serum albumin, three times recrystallized, 
carbohydrate-free, prepared according to the method of Alcilee- 
kin (13); (5) pseudoglobulin -yi, prepared by Dr. Arda A. Green; 
(6) myosin (rabbit), prepared by a slight modification of the 
method of Greenstein and Edsall (7). All the proteins, except 
the crystalline zinc insulin and edestin, were prepared in this 
laboratory. The metaphosphoric acid was the commercial c. p. 
Baker preparation. 
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The experimental technique was the same as that previously 
described. Protein solutions containing usually 10.0 to 15.0 
mg. of protein nitrogen in 5.0 cc. were mixed with a sufficient 
amount of a freshly prepared solution of 0.1 N metaphosphoric acid 
to adjust the reaction to an acidity greater than pH 2.0. This 
high acidity was necessary in order to repress completely the 


T.,vblb I 


Precipitation of Proteins with Metaphosphoric Acid 


Protan 

Protein solution 

1 Metaphosphato ppt. 

1 

pH of 
filtrate 

Total N 

I per CO. 
i protein 
i solution 

! Total P 
per cc. 
protoin 
solution 

i 

Total N j 

Total P 


1 

mg. 

mg. 

mg. 

mg. 


Insulin T1161 

2.61 

None 

2.52 

0.54 i 

1.32 


i 


i 2.53 

0.54 


*' 972519 

2.24 

II 

2.22 

0.53 i 

1.60 




j 2.16 

0.52 


Edestin 

3.22 

Cl 

1 3.18 

0.73 

1.54 




3.17 

0.72 


Hemoglobin (horse) 

2.10 

II 

2.09 

0.58 

1.72 




2.095 

0.57 



2.48 

Cl 

2.35 

0.63 

1.94 




2.45 

0.65 


Serum albumin (horse) 

2.79 

(I 

2.74 

0.77 

1.81 

1 



2.72 

0.75 


Pseudoglobulin (horse) 

2.35 

<< 

2.03 

0.35 

1.60 




2.08 

0.37 


Myosin (rabbit) 

0.58 

0.0199 

0.52 

0.162 

1.69 




0.51 

0.162 



0.46 

0.0079 

0.44 

0.133 



1 

i 

0.45 

0.132 



ionization of the positively charged groups of the protein. The 
precipitate formed was separated by centrifugation and washed 
carefully until the washings contained neither protein nor phos- 
phorus. Each precipitate was then dissolved in concentrated 
sulfuric acid, brought to a volume of 10.0 cc., and analyzed for 
nitrogen and phosphorus. The nitrogen was estimated by the 
Pregl micro-Kjeldahl method, phosphorus by the method of 
Lolimann and Jendrassik (12). 
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Results 

The analytical data are summarized in Table I. The second 
and third columns give the nitrogen and phosphorus in the pro- 
tein solutions analyzed; the fourth and fifth in the separated 
metaphosphoric precipitates. Two different preparations of 

Table II 


Comparison of Acid-Combining Capacity 




ilolca add per cm. protein X 10*. estimated from 


N 

r.u.r. 

mc2iSure> 

meats 

Content of 
biLsic amino 

acids (orsininc. 

b‘sine.histidinc] 

Other meas« 
urements 

Bound meto- 
phosphoric 
odd 


ptr ceni 





Egg albumin 

15.6 

so (3) 

76.3 (18) 

61 (14) 

78 (16) 

Insulin 


S7 (4) 


75 (15) 


14.28 

101 ( 8 ) 

85.6 (20) 

112 (15) 

101 

Edestin 




93 (11) 

110 

18.64 

127 (2) 
161 ( 10 ) 

124.7 (18) 

151 (14) 

138 


Hemoglobin (horse) 


148 ( 6 ) 

125.3 (19) 


148 

Serum albumin 





150* 

16.0 

140t 

140.3 (9) 


140 

(horse) 

Pseudoglobulin 71 

15.57 


89 

92t 


(horse) 





Myosin (rabbit) 

16.7 

155 § 

119.6 (17) 


149 

Clupein 





150 

22.6 


390 (21) 

410 (15) 

384 (16) 


The figures in parentheses refer to bibliographic references. 

* Herrmann, H., unpublished. 

t Cohn, E. J., McMeekin, T. L., and Blanchard, M. H., unpublished, 
t Cohn, E. J., Green, A. A., and Blanchard, M. H., unpublished. 

§ Edsall, J. T., and Gale, A., unpublished. 

insulin, hemoglobin, and myosin were studied and each analysis 
was carried out in duplicate. The results thus reveal the repro- 
dueibihty of the method both with different samples of the same 
preparation and with different preparations of the same protein. 

In Table II the averages of these results expressed as the ratio 
of metaphosphate to protein are compared with data upon (1) 
the acid-combining capacity of proteins, (2) the basic amino 
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acid content of proteins, and (3) the complex formation of proteins 
with chondroitinsulfuric acid and with inorganic complex salts. 
In each case, the values for acid-combining capacity from meta- 
phosphate are in excellent agreement with values derived from 
electromotive force measurements and in general slightly higher 
than the results thus far available for the sum of the basic amino 
acids (18). Since these results obtained by isolation or analysis 
after hydrolysis of the proteins are quite possibly a little low, this 
discrepancy may be regarded as a reasonable one. The agree- 
ment among the figures obtained by these different procedures, 
especially for the electromotive force measurements and meta- 
phosphate-combining capacity, can be regarded as additional 
evidence that the latter method may be generally applicable to 
proteins.^ 

SUMMARY 

A variety of proteins combine with metaphosphoric acid to 
form an insoluble precipitate in which the phosphorus content is 
equivalent to the number of positively charged groups of the 
protein, 

I am grateful to Professor E. J. Cohn for his kind interest and 
useful suggestions. 
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METABOLISM OF KIDNEY TISSUE IN THE 
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An important problem in the study of the r61e of the adrenal 
cortex in metabolism is the determination of the relationship be- 
tween the aberrations in electrolyte and water distribution and 
the defects in protein and carbohydrate metabolism w'hich have 
been shown to occur in adrenalectomized animals. A point of 
attack is presented by the observation (1) that the kidney of 
the adrenalectomized dog maintained in good condition on e.xtra 
sodium chloride and a low potassium intake fails to concentrate 
potassium in the urine to a normal extent. Since the kidney 
fails to do work efficiently, one may e.\pect to find underlying 
defects in the energy-yielding processes of the tissue. This ex- 
pectation is realized in the e.xperiments described below. Kid- 
ney tissue slices from adrenalectomized rats have a lower rate of 
oxygen uptake than normal rat kidney slices, both in the absence 
and in the presence of substrates. The rate of ammonia produc- 
tion from amino acids is also less than normal. These defects 
can be repaired by the administration of adrenal cortical e.xtract 
or of desoxycorticosterone to the adrenalectomized animals. 

Methods 

Oxygen consumption was measured by the Warburg mano- 
metric technique. The main room of each vessel contained 2.5 

* The expenses of this work were supported by grants from the Com- 
mittee on Research in Endocrinology of the National Research Council 
to Dr. C. N. H. Long, and from the Fluid Research Fund of Yale University 
School of Medicine. The work was carried out in part during the tenure 
(by J. A. R.) of a Sterling Fellowship and (by A. E. W.) of an Alexander 
Brown Coxe Memorial Fellowship. 
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ml. of the physiological saline solution containing phosphate 
buffer (pH 7.4) described by Krebs (2). The concentration of 
substrate was 0.01 m, the temperature of the bath was 37.5°, 
and the vessels were filled with oxygen. The experimental ani- 
mals were male albino rats of Wistar strain, weighing 120 to 200 
gm. Adrenalectomized rats were never used sooner than a week 
after operation, and they were given a 1 per cent sodium chloride 
solution to drink. They were inspected after death to check the 
completeness of the adrenalectomy. All animals were fasted 
overnight (14 to 17 hours) before being used in the experiments. 

The tissues were prepared by the following standardized pro- 
cedure. The animal was anesthetized with nembutal injected 
intraperitoneally, the abdomen was opened, and one kidney was 
excised after ligation of its vessels and washed in physiological 
saline. The organ was bisected and each half was quickly sliced 
by hand (3) into uniform thin slices which were collected in a 
Petri dish containing physiological saline. The remaining kidney 
was then removed and dealt with in the same way. Three slices 
from the pooled lot were placed in each of the Warburg vessels 
which had been prepared for the experiment. 0.2 ml. of 30 per 
cent potassium hydroxide was placed in the central well of the 
vessels, and they were attached to their manometers, filled with 
oxygen, and placed in the bath. 10 minutes shaking were 
allowed for temperature equilibration, after which measurements 
of oxygen uptake were made at 15 minute intervals for 1§ hours. 
At the end of this time 0.5 ml. of N hydrochloric acid was tipped 
in from the side bulbs and a further 10 minute shaking period was 
allowed. The vessels were then dismounted and 0.3 ml. of 25 
per cent trichloroacetic acid was added to each vessel. The 
slices were removed, washed, and put into tared vials for drying 
to constant weight at 110°. When ammonia was to be deter- 
mined, 0.5 ml. of 40 per cent sodium hydroxide was put in the 
side bulb of each vessel, and the vessels were mounted in a multiple 
aeration apparatus. The receivers, 15 ml. test-tubes containing 
3 ml. of 0.05 N sulfuric acid, were connected up, the alkali was 
tipped into the main room of the vessels, and brisk aeration was 
maintained for 45 to 50 minutes. The fluid in the receivers was 
analyzed for ammonia by Van Slyke’s manometric hypobromite 
method (4). It was found that a hypobromite solution made up 
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;nth 5 per cent sodium hydroxide produced fewer gas bubbles and 
was less tenacious of them than the solution recommended by 
Van Slyke. Recoveries of known small amounts of ammonia by 
this method were perfectly satisfactory. 

There are three important points in this procedure. (1) The 
use of an anesthetic and the maintenance of the circulation in the 
tissue until the last possible moment make it easier to wash the 
tissue free of blood. (2) The time elapsed between the removal 
of the tissue and the first measurement of oxygen uptake varied 
■within narrow limits, so that from one experiment to another the 
same period in the historj' of the tissue after its removal from the 
animal was studied, and differences due to a decline in the activity 
of the tissues ndth time were largely avoided. (3) The aeration 
of the residual fluid in the vessels reduces the amount of manipula- 
tion and the attendant possibilitv' of loss of the small amounts of 
ammonia present in the reaction mixture. 

Ividney tissue was taken from three groups of animals, normal 
rats, adrenalectomized rats maintained on sodium chloride, and 
adrenalectomized rats in a state of acute insufficiency, and the 
rates of oxygen uptake ■were determined in the absence of sub- 
strate and in the presence of the substrates dl-alanine, pyruvic 
acid, f(-l-)-glutamic acid, a-ketoglutaric acid, succinic acid, and 
citric acid. The rates of ammonia production were determined 
in the absence of substrate and in the presence of the two amino 
acids. The effects of the injection of adrenal cortical extract and 
of desoxycorticosterone were studied in two groups of normal 
animals and in three groups of adrenalectomized rats maintained 
on sodium chloride.* The routine of the injection of cortical 
extract was as follows: On the evening of the 2nd day before the 
experiment 1 ml. of cortical extract was injected intraperitoneally 
into the rat, and this was repeated in the morning, at noon, and 
in the evening of the following day. During this period the animal 
had access to food and drink, but it was fasted as usual on the 
night before the e.xperiment. On the next morning the rat was 

* The dt-alanine, Z(-i-)-glutamic acid, succinic acid, and citric acid were 
S^astman products. We are indebted to Dr. Philip P. Cohen for generous 
supplies of pure pyruvic acid and a-ketoglutaric acid. The adrenal cortical 
extract was a product of The Upjohn Company, and the desoxycorticos- 
terone acetate was a product of the Sehering Corporation. 
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given one more injection, about an hour before the experiment. 
This routine is called the “short treatment." The “long treat- 
ment" differed from it only in that beginning at 8 o’clock in the 
evening of the day before the experiment the rat received 1 ml. of 
cortical extract every hour for the next 12 hours. In every in- 
stance, the treated adrenalectomized rats gained at least 10 gra. 
in weight during the first 24 hours of treatment, and at the time 
of the expeiament the blood sugar level was at or above the normal 
level. The routine of the injection of desoxycorticosterone fol- 
loAved that of the “short treatment." The compound was injected 
subcutaneously, in a fine suspension in 25 per cent glucose solu- 
tion, in amounts such that the animals received 2.5 to 5.0 mg. of 
desoxycorticosterone over the whole period. 

Since the data were derived from a large number of animals, 
they have been evaluated -with the primary consideration in mind 
that any differences observed should be due to real differences 
between the tissues, and not merely to chance differences between 
individual animals. It was found that the variations between 
individual tissue samples from the same animal were larger than 
the variations in the mean response of the tissue samples from 
different animals. The uniformity of behavior of tissue derived 
from different animals makes it possible to treat each tissue sample 
as an individual observation and to pool all the observations 
in an experimental series in oi'der to obtain the best estimate of 
the response of the tissue to the experimental conditions. The 
necessary statistics for obtaining these estimates have been cal- 
culated from the data by the methods outlined by Fisher (5). 

In tissue slice experiments the activity of tissues is customarily 
expressed as c.mm. of substance metabolized per mg. of dry 
weight of tissue per hour, the Q value, but before such a term 
may be used it should be shown that there is a satisfactory linear 
relationship between the rate of the metabolic process measured 
and the dry weight of the tissue (6) and that this relationship is 
not qualitatively different in the kidney tissue from normal and 
adrenalectomized rats. Assurance was gained on these points by 
calculating the regression of the rate of oxygen uptake upon the 
dry weight of tissue, in the absence of substrate, for the groups of 
observations from the normal rats, adrenalectomized rats that 
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were salt-maintained, and adrenalectomized animals in a state of 
acute insufficiency. The regression formulae found were 


Normal Y = 10.33x + 7.04 

.■Vdren.alectomizcd, salt-maintained “ = 16.45z: 25.16 

“ insufficient “ = IG.OOj: 3.S2 


where Y is the rate of o.xygen uptake in c.mm. per hour and x is 
the dry weight of the tissue in mg. The plotted points are dis- 
tributed uniformly about straight lines passing through, or nearly 
through, the origin (0 c.mm. of oxj-gen; 0 mg, of dry weight), 
and the term Qq, may therefore be used to compare the residual 
rates of ox 3 'gen uptake of kiducj' tissue from normal and adrenalec- 
tomized rats. Since the regressions were derived from samples 
taken from manj’’ animals, thej' offer additional evidence of the 
uniformitj’’ of behavior of the tissue. 

lliTien the same relationship was plotted for the observations 
made in the presence of the substrates, it was found that the 
straight lines of best fit calculated from the data were a group of 
nearli' parallel lines which intercepted the Y a.xis at a considerable 
distance from the origin. These regression lines were apparently 
rather poor appro.ximations to fairly uniform portions of a family 
of cur\'ed lines. In the presence of the substrates used, there- 
fore, the relationship between rate of oxygen uptake and dry 
weight of the tissue, for kidney slices of both normal and adrenalec- 
tomized rats, is best expressed by a curved line beginning at the 
origin and decreasing in slope with increase in dry weight. The 
term Qo, must in these circumstances be limited, in describing the 
response of tissue to a substrate. In order that the mean rates of 
oxygen uptake of several groups of tissue samples maj' be com- 
pared, the mean drj’’ weights of the several groups must be the 
same, or differ onlj’’ within narrow limits, since the Qq. of anj’’ group 
is the slope of the tangent to the curved regression line at the 
mean dry weight of the series of samples, and wide differences in 
the mean dry weight will tend either to minimize or to exaggerate 
any differences that may exist between groups of obsen'ations. 
Care has been taken in these experiments to insure a reasonable 
uniformity in the mean dry weight in the groups of tissue samples 
that are to be compared with one another. In the few instances 
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in which this was not possible, the differences in the mean dry 
weight are such that differences in the rate of oxygen uptake tend 
to be minimized. As an additional precaution the rate of oxygen 
uptake in the absence of substrate was determined with at least 
two samples of tissue from every animal, so that a good measure 
of the condition of the tissues in each experiment was obtained. 
In Tables I to III, the rates of oxygen uptake and of ammonia pro- 
duction are the mean rates for the IJ hour period of the experi- 
ment, expressed as c.mm. per mg. of dry weight per hour. 

Results 

Table I summarizes the data on oxygen uptake from the several 
groups of experiments. Acute adrenal insufficiency is accom- 
panied by a marked decrease in the residual oxygen uptake of the 
kidney slices. Although maintenance of the adrenalectomized 
animals with sodium chloride raises the residual respiration nearly 
to the normal level, there is no corresponding improvement in 
the response of the tissue to dZ-alanine and pyruvic acid. Sodium 
chloride does not repair the fundamental defect in the o.xidative 
metaboUsm of kidney tissue from adrenalectomized rats. The 
rate of oxidation of every substrate, except citric acid, by kidney 
slices from rats in chronic adrenal insufficiency is significantly 
less than normal. The probability that these differences could 
have occurred by chance is 1 in 100 or less, and, since the mean 
dry weights of the several groups correspond closely, the differ- 
ences may be considered real. The possibility that these differ- 
ences may be due to diminished viability of tissue as a consequence 
of adrenalectomy is examined in Fig. 1, in which the oxygen 
uptake, in c.mm. per hour, is plotted for each successive ^ hour 
period of the experiments with each substrate and for both classes 
of tissue. There are no outstanding differences in the course of 
the respiration in the two classes of tissue. Diminished viability 
of tissue after adrenalectomy does not contribute to the differ- 
ences observed, although some such contribution might have been 
expected if there is any basis for the idea, often expressed, that in 
addition to its specific metabolic effects, the hormone of the 
adrenal cortex exercises a general beneficent influence upon tis- 
sue cells. 

Treatment of adrenalectomized animals with cortical extract 



Effects of Adrenalectomy, Adrenal Cortical Extract, and Deaoxycorticostcronc upon Hates of Oxygen Uptake of Tissue Slices 

of Rat Kidney 

The values represent — Ooj rnensured in c.mm. of Oi per ing. of dry weiglit per liour. Tlie figures in parentheses indi- 
cate the number of observations in each group. 
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or with desoxycorticosterone restores the rates of oxidation by 
the tissue slices to or above the normal levels, and the similar 
treatment of normal rats tends to increase the rates above normal 
levels. It may be significant, in view of the effects of the cortical 
hormone upon protein metabolism (7), that the increases are most 
marked in the presence of the two amino acids. This point may 
also be related to the improvement in the residual rate of respira- 
tion of the slices, since it has been suggested that the marked 
ability of the kidney to deaminate amino acids and the fact that 



STRaTE ACO ICACO AZ\0 

Fig. 1. The course of the respiration of kidney slices of normal and 
adrenalectomized rats. Each column represents a } hour period of the 
experiments. The solid horizontal lines indicate the levels of oxygen 
uptake for the normal tissue, and the broken lines are the levels for the 
kidney tissue of adrenalectomized rats. 

the respiratory quotient of kidney tissue lies between 0.8 and 0.9 
indicate that the main substrate being oxidized in kidney may be 
protein. The long treatment with excessive amounts of cortical 
extract does not produce exaggerated increases in rates of o.xida- 
tioii, which suggests that the amount of cortical hormone in this 
system is not a limiting factor in the rate at which these processes 
may take place. Deso.xycorticosterone appears to be as effective 
as the cortical extract in maintaining normal or supernormal 
rates of oxidation in the kidney tissue. Attempts to demonstrate 
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a similar action of cortical extract in vitro have so far been uni- 
formly unsuccessful, but so long as the site and mode of action of 
the adrenal cortical hormone are unknown, such negative results 
are not critical, except to indicate that the proper conditions of 
experiment have not been established. 

Table II summarizes the data on ammonia production from 
the several groups of experiments. There is a small production 

T.idle II 

Ejfects oj Adrcnalcclomij, Adrenal Cortical Extract, and Dcsoxycorticoslerone 
upon Rates of Ammonia Production in Tissue Slices of Rat Kidney 
The values represent +(3.xiii measured in c.mm. of ammonia per mg. 
of dry weight per hour. The figures in parentheses indieate the number 
of observations. 



No substxato 

dl-AIanine 

I(+)-GIutamic 

acid 

Normal 

1.93 ± 0 12 

6 97 i 0 29 

5 77 ± 0 17 


(53) 

(55) 

(63) 

Adrenalectomizcd, on salt 

1 54 = 0 12 

5 SO ± 0 19 

4 02 ± 0 14 


(52) 

(41) 

(55) 

“ acute in- 


6 02 i 0 76 


sufficiency 


(6) 


Adrenalectomizcd, cortical 

2 00 ± 0 13 

7 56 =b 0 20 

4 SO = 0 IS 

extract, short treatment 

(20) 

(42) 

(17) 

Adrenalectomizcd, cortical 

1 30 ± 0 24 

7 75 ± 0 44 

5 6S db 0 27 

extract, long treatment 

(5) 

(9) 

(IS) 

Normal, cortical extract, 

2 49 ± 0 21 

S 00 ± 0 23 

7 3S == 0 31 

short treatment 

(7) 

(9) 

(2S) 

••idrenalectomized, desoxy- 

1 81 ± 0 14 


4 43 ± 0 15 

corticosterone 

(15) 


(28) 

Normal, dcsoxycorticoster- 

1 55 ± 0 11 


5 45 d= O.IS 

one 

(16) 


(29) 


of ammonia by kidney slices in the absence of substrate, probablj’’ 
derived in part from the breakdown of piotein and the deamina- 
tion of the amino acid residues. A portion of it is pieformed 
ammonia, in the sense that it is produced by the tissue during its 
prepaiation for experiment. A number of observations weie 
made upon kidney slices piepaied for experiment in the usual 
manner, but treated w ith strong acid at the end of the 10 minute 
equilibration peiiod. The QnHj of tw'elve ^uch control sample^ 
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averaged 1.30 ± 0.17, which indicates that a large proportion 
of the ammonia found in the absence of substrate was present 
before the IJ hour experimental period had begun. It is there- 
fore difficult to attribute any particular significance to the residual 
ammonia production, or to lay emphasis upon differences between 
groups of observations. Thus, although the individual values 
for the residual ammonia production have been given in Table II, 
the mean value of the 170 observations, 1.79 ± 0.06, probably 
offers a better estimate of a base-line from which to measure the 
effects of the addition of the amino acids. 

The rate of ammonia production in the presence of the two 
amino acids is significantly less in kidney tissue from rats in 
adrenal insufficiency than it is in normal kidney slices. In each 
instance, the probability that the differences might have occurred 
by chance is less than 1 in 100. The magnitude of the differ- 
ences is such that they account for only a part of the differences 
in the rate of oxygen uptake in the presence of the amino acids 
reported in Table I, and this is to be expected, since there are also 
differences in the rate of oxidation of the corresponding keto acids. 
Treatment of the adrenalectomized rats with cortical extract or 
with desoxycorticosterone restores the rates of ammonia production 
to, or nearly to, the normal level, and the treatment of normal 
animals has produced a slight increase in rates of ammonia pro- 
duction in two out of three instances. Rat kidney tissue is capable 
of synthesizing glutamine (8), a fact which may explain the small 
residual ammonia production in this tissue, and which also indi- 
cates that the estimates of rate of deamination in Table II, as 
well as the differences in rates, are likely to be minimal estimates 
and differences. The apparent low rate of deamination of glu- 
tamic acid may also be due to the synthesis of glutamine. 

Since the rate of removal of the products of deamination might 
be expected to influence the rate of deamination of an amino acid, 
it is possible that the observed differences in rate of ammonia pro- 
duction are due to differences in the rate of oxidation of the keto 
acid formed. In the presence of sodium arsenite the further 
oxidation of keto acids is inhibited, so that this poison may be 
used to determine whether there is in fact a real difference in rates 
of deamination of amino acids in the two classes of tissue. Ac- 
cordingly, two series of observations were made upon kidney 
slices from normal and adrenalectomized rats, treated with 0.001 
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ii sodium arsenite. The rates of oxygen uptake and ammonia 
production, in the absence of substrate and \\ith df-alanine, are 
presented in Table III. In the absence of substrate the rates of 
oxj’gen uptake and ammonia production in the two series are not 
significantly different. These observations have been pooled 
to provide a better estimate of the base-line from which the effects 
of the substrate may be measured. With di-alanine the rates of 
ammonia production are of the same order of magnitude as those 
presented in Table II, and there is a significant difference between 

Table III 

Rates of Oxygen Uptake and Ammonia Production from Kidney Slices, 
Treated icilh 0.001 it Sodium Arsenite, of Normal and 
Adrenaleclomizcd Rats 


The figures in parentheses in Column 2 indicate the number of observa- 
tions in each group. X. == normal; A. = adrenalectomized. 






Normal 



Normal 



Substrato 

TiMue 

■®0i 

Incre- 

ment 

minus 

adren- 

alceto- 

Onh. 

Incre- 

ment 

minus 
adren- 
al ec to- 

Ratio 

(7)/(4) 

II 

' (I) 




znized 



mited 



(3) 

(3) 

(« 

(5) 

(6) 

m 

(S) 

(9) 

(10) 

None 

N. (12) 

4.79 



1.23 







±0.22 



BglliM 






A. (12) 

4.73 



1.15 


O.OS 







wm 



±0.19 




N. -1- A. 

4.76 



1.19 






(24) 




±0.09 





dl-Alaniao 

N. (12) 

7.35 

2.59 


■SS 

5.83 


2.25 




±0.52 

±0.54 



±0.64 





A. (10) 

6.25 

1.49 

1.10 

4.41 

3.22 

2.61 

2.16 

2.37 






±0.41 

±0.42 

±0.76 




the rates in the two series. The ratios of increment in ammonia 
production to increment in o.xygen uptake for the two series, and 
the ratio of the differences in these increments between the two 
series, have been calculated. Since 2 moles of ammonia cor- 
respond to 1 mole of oxj’^gen in the deamination reaction, the ideal 
ratio is 2.0, and in view of the difficulty of measuring low rates of 
oxygen uptake vith accuracj’', the correspondence of the cal- 
culated ratios to the ideal is satisfactory. There is, then, a real 
decrease in the rate of deamination of the amino acids by the 
kidney tissue of adrenalectomized rats. 

















724 


Metabolism of Kidney Tissue 


DISCUSSION 

The evidence presented in this paper confirms earlier work in 
two respects: first, that the rate of deamination of amino acids 
by kidney tissue from adrenalectomized animals is less than normal 
(9), and second, the recent observation (10) that Iddney slices 
from rats in acute adrenal insufiSciency exhibit a I’esidual oxygen 
uptake about 25 per cent below that of normal kidney slices. 
These observations are extended by the demonstration that the 
rates of oxidation of certain keto acids, and of succinic acid, are 
also less than normal after adrenalectomy. The action of adrenal 
cortical extract and of desoxycorticosterone in restoring these 
rates to normal levels or better is strong evidence of the relation 
of the defects in oxidation to the absence of the cortical hormone. 
The evidence supports the proposition that the failure of the 
kidney to deal adequately "with electrolytes after adrenalectomy 
may be related to an underlying failure in the energy-yielding 
processes of the kidney. Against the possible objection that the 
magnitude of the differences observed is out of all proportion to 
the drastic final consequences of adrenalectomy three considera- 
tions are offered. First, the rat, a small animal with a high meta- 
bolic rate, requires 5 to 10 days to die of adrenal insufficiency, even 
after a long period of maintenance on sodium chloride. Second, 
the kidney is not the only organ affected; there is a failure in the 
work performance of voluntary muscle (11) and of glyconeogenesis 
in the liver (7). Third, it is possible that in a coordinated series 
of metabolic processes the failure of one or more in moderate degree 
may be critical in determining the success of the over-all process. 
The bulk of the available evidence indicates that the failures of 
metabolic processes in adrenalectomized animals are not absolute, 
but are failures in degree; it is when such animals are required to 
supply or to expend energy at accelerated rates that they collapse. 

There is no indication at present of the nature of the changes 
which take place in kidney tissue after adrenalectomy. It has 
been reported that the concentrations of flavin-adenine dinucle- 
otide (12) and of cozymase (13) in rat kidney tissue are not sig- 
nificantly altered after adrenalectomy. It appears that these 
two enz 3 Tiie factors are not affected in adrenal insufficiency, but 
there are many more which may be investigated. If the results 
of such an investigation are uniformly negative, the problem may 
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nevertheless be attacked from the point of view that the hormone 
of the adrenal cortex is responsible for the coordination of 01173^10 
s3'stenis for the performance of special tasks in the kidne3'. Fur- 
ther work h:is been planned and is in progress on both these lines, 
and in addition certain functions of the kidne}' in the intact adre- 
nalectomized rat are being studied in the light of the results pre- 
sented in this paper. 


SUMXI.\.nY 

The rates of oxygen u{jtake, in the absence of substrate, and 
in the presence of the substrates df-alanine, pyruvic acid, l(+)- 
glutamic acid, a-kctoglutaric acid, and succinic acid are sig- 
nificantl}' less than normal in kidne3' slices from adrenalectomized 
rats. The rates of deamination of the two amino acids, as judged 
b3' the ammonia production, are also less than normal. These 
activities of kidney tissue from adrenalectonuzed rats may be 
restored to normal levels or better by the administration to the 
adrenalectomized animals of adrenal cortical extract or of desox}’’- 
corticosterone. 
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THE EFFECT OF DEFICIENCIES IN COPPER AND IRON 
ON THE CATALASE ACTIVITY OF RAT TISSUES* 

Bv .M. O. SCHULTZE akd K. A. KUKENf 
{From the Department of Chemistry, University of Pittsburgh, Pittsburgh) 

(Received for publication, September 23, 1940) 

The necessity of copper for the synthesis of hemoglobin has 
stimulated studies on a possible effect of copper on the formation 
of other heme compounds by living organisms. Most prominent 
among the catalytically active heme compounds described thus 
far are the cytochromes, cytochrome oxidase, catalase, and per- 
oxidase. It is also of interest to determine how a deficiency 
of iron affects the relative concentration of these compoimds in 
various tissues. 

Elvehjem (1) found that bakers’ yeast grown on a purified 
medium low in iron was deficient in the cytochromes, whereas 
inclusion of iron in the medium yielded a yeast with a more intense 
cytochrome spectrum. Addition of copper enhanced the spectral 
bands of cytochrome a. Yoshikawa (2) obtained similar results 
and found in addition that the catalase acti\'ity of j'^east grown 
on an iron-deficient medium was below normal. From their 
studies of tissues from anemic rats Cohen and Elvehjem (3) con- 
cluded that copper deficiency leads to a decrease of the cytochrome 
a content of the tissues and to reduced indophenol o.xidase ac- 
tmty. Cytochromes b and c were apparently not affected by 
deficiencies in iron and copper. The recent work of Keilin and 
Hartree (4) A%-ith heart muscle preparations indicates that the 
spectral a band previously ascribed to cytochrome a is a composite 
of cytochrome a and another heme compoimd (perhaps cytochrome 

* Contribution No. 410 from the Department of Chemistry, University 
of Pittsburgh. 

The authors are indebted to the Buhl Foundation for a research grant 
that made the present investigation possible. 

t Parke, Davis and Company Research Fellow. 
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oxidase). In view of these observations the effect of copper on 
cytochrome a in living organisms may require reinvestigation. 

Quantitative determinations have established that copper de- 
ficiency causes a great reduction of cytochrome oxidase activity 
in liver and heart tissue (5) as well as in the bone marrow^ of rats 
and that feeding of copper to deficient rats restores the normal 
cytochrome oxidase activity of the tissues very quickly. 

Catalase from liver has been shown (6) to contain protoheme 
IX, identical with that of hemoglobin. This made it desirable 
to investigate the effect of dietary deficiencies in iron and copper 
on the catalase activity of rat tissues. 

EXPERIMENTAL 

Young rats were made deficient in copper or iron as described 
previously (5). After HoS treatment and concentration the 
milk was fortified with enough thiamine chloride to insure a daily 
intake of at least 20 y of this vitamin per rat. It should also he 
noted that the iron-deficient rats received at all times 0.1 mg. of 
Cu plus 0.05 mg. of Mn per day and that the copper-deficient 
rats received 0.5 mg. of Fe plus 0.05 mg. of Mn per day. The 
severity of the deficiency was judged by hemoglobin determina- 
tions and by the general condition of the animals. 

Catalase activity was determined by permanganate titration 
of the hydrogen peroxide remaining after the enzyme had been 
allowed to react on an excess of dilute hydrogen peroxide. The 
conditions of the catalase detei’mination were those outlined by 
Hennichs (7). All solutions and diluents were cooled in an ice 
bath and the enzyme activity was determined at this tempera- 
ture (4°). 

Tissues — The tissues from decapitated rats were immediately 
removed and rinsed. A weighed portion was homogenized (8) 
with 10 parts of water and the suspension filtered through a cloth. 
A 2 ml. aliquot was dried at 105° to constant weight. Another 
aliquot, 2 or 4 ml. depending upon the anticipated enzyme ac- 
tivity, was diluted to 10 ml. in the case of the ventricles and to 
50 ml. in the case of liver and kidney. 1 ml. of the dilute enzyme 
solution was added to an ice-cold mixture of 35 ml. of 0.02 N 
H 2 O 2 , 10 ml. of m/15 phosphate buffer of pH 6.8, and 4 ml. of 

‘ Schultze, M. 0., unpublished results. 
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water. After exactly 2 minutes (electric timer) 5 ml. of the 
reaction mixture were discharged into 10 ml. of 1 x H:S0i and 
titrated with 0.002 x lOInOt. A blank without H 1 O 2 was always 
determined to correct for reducing substances in the tissues. The 
corrected titration was subtracted from the titration of the HjOi 
initially present. All determinations were carried out in duplicate. 
The enzjTne activit 3 ’- was calculated for the time t from the rate 
of reaction according to the equation (l/t) In (Co/Ct) = k and 
expressed as the conventional Kal. f. which represents k per gm. 
of dry tissue used. (Co and Ct represent the concentration of 
HjOj before and 2 minutes after addition of the enzyme solution 
respectively.) 

Blood — 0.04 ml. of blood from the tail was measured with a 
hemoglobin pipette and discharged into 3.96 ml. of redistilled 
water. 1 jnl. of this solution served as the source of the enzyme 
and was added to the reaction mixture described above. The 
rest of the determination was made as outlined. Moisture de- 
terminations showed that the per cent water is much higher and 
more variable in the blood of anemic rats than in the blood of 
normal rats. Hence the catalase activity of the blood cannot be 
rationally expressed in the same terms as that of the tissues. For 
convenience we have calculated catalase activity in terms of mil 
of H 2 O 2 decomposed in 2 minutes by 1 ml. of blood. 

The catalase determinations of the blood were made with three 
litters of rats at weekly intervals. A litter of six rats was made 
copper-deficient and then treated with 0.1 mg. of copper per rat 
per day. A litter of seven rats was made iron-deficient and then 
fed 0.5 mg. of iron per rat per day. A control litter of eight rats 
received 0.5 mg. of iron plus 0.1 mg. of copper per rat per day 
at all times. 


DISCUSSION 

Tissues — Table I summarizes the results of the catalase deter- 
minations made with liver, kidney, and ventricles. Quite striking 
is the fact that both the liver and kidney of male rats possess 
greater catalase activity than the same tissues of females. 
Tadokoro and Kyozo (9) have reported similar observations. 
In tissues of older normal animals of both sexes the catalase ac- 
tivity is somewhat less. No data on catalase activity of rat tissues 
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Average of eleven animals. 
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have come to our attentioa which would permit a quantitative 
comparison with our results. 

As a result of iron deficiency the catalase activity of kidney and 
particularly of liver is reduced. This reduction, however, is less 
extensive than that of hemoglobin in the blood of the same animals 
suffering from iron deficiency. The rat evidently has the ability 
to conserv'e the concentration of some physiologically active iron 
compounds in preference to others even when the bodily stores of 
iron have been e.xhausted owing to a severe iron deficiency. 
Whipple and his associates have repeatedly pointed out similar 
relations in hemorrhagic dogs maintained on diets low in iron. 

Much more pronounced than in iron deficiency is the decreased 
catalase activity of liver and kidney of copper-deficient rats. 
Although the variations between individual animals are con- 
siderable, the reduction of catalase activity of liver and kidney 
as a result of copper deficiency is clear cut. This is particularly 
emphasized by the return toward normal catalase values following 
copper therapy. 

Determinations of catalase activity of the ventricles were in- 
cluded in this study because it has previously been shown (5) 
that the cytochrome oxidase activity of this tissue is markedly 
decreased in copper deficiency. The catalase activity of ventricu- 
lar tissue is quite low and it is not decreased in copper deficiency. 
On the contrary our results indicate an increased catalase activity 
of the ventricles of copper-deficient rats. We can offer no ex- 
planation for this anomaly between the heart and the other tissues 
studied and the physiological significance of this phenomenon 
is obscure. It would seem to emphasize, however, the ability of 
the animal organism to adjust, tmder stress, the local concentration 
of catalytically active compounds, provided that means for their 
synthesis and maintenance are not completely lacking. 

Blood — It is well established that blood has a high catalase ac- 
tivity which is confined to the corpuscles. Hemoglobin, however, 
has only a negligible action on HjO- (10, 11) and cannot account 
for the activity of the blood. The effect of deficiencies of iron 
and of copper in rats on the concentrations of hemoglobin and 
catalase of the blood is similar. In each case the concentration 
of both heme compoimds is decreased during the deficiency and 
it is rapidly restored upon feeding of the lacking metal (Fig. 1). 
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The deficiency and recovery curves for catalase and hemoglobin 
are not strictly parallel. This is also true for young growing 
rats which, under our experimental conditions, are anemic at the 
time of Aveaning. During recovery from this anemia, on a diet 
of milk supplemented with iron, copper, and manganese, the 
catalase activity of the blood reaches a normal level before the 
hemoglobin concentration. 

The literature contains many observations on the relation 
between catalase activity of the blood of various species and its 



Fig. 1. The effect of iron and copper on the catalase activity pf the blood. 
The solid lines represent catalase activity expressed as him of H 2 O 2 decom- 
posed per ml. of blood in 2 minutes; the broken lines, gm. of hemoglobin 
per 100 ml. of blood. Curves 1, iron-deficient litter fed 0.5 mg. of Fe per 
rat per day at the arrow marked Fe, 5 weeks after weaning; Curves 2, 
copper-deficient litter fed 0.1 mg. of Cu per rat per day at the arrow marked 
Cu, 6 weeks after weaning; Curves 3, normal control litter fed 0.5 mg. of 
Fe and 0.1 mg. of Cu per rat per day from the time of weaning. 

content of hemoglobin and of erythrocytes. In general anemia 
is associated with reduced catalase activity of the blood and an 
increase of erythrocytes and hemoglobin is coincident mth a 
rising catalase activity of the blood. No strict parallelism has 
been reported between catalase activity of the blood and erythro- 
cyte count or hemoglobin content. The catalase content of the 
individual red cells, expressed by the ratio between catalase ac- 
tivity and erythrocyte count (catalase index), is not always 
constant but usually has been found to increase during anemia 
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and recovcrj’ from it. Such observations were made clinically 
in various forms of anemia (12-16) and e.KperimentaUy following 
hemorrhage (17-21), treatment with phenylhydrazine (17, 20, 
21), or exposure to reduced oxygen tension (22, 23). 

Sumner and Bounce (24) found that crj'stalline catalase is 
e^entially free from copper. Agner (25) has withdrawn his 
earlier intimation (26) that a copper compound may be associated 
with active preparations of catalase. It appears therefore that 
the effect of copper deficiency on catalase activity of the rat tissues 
studied is similar to its effect on the formation of hemoglobin and 
on cytochrome o.xidase activity. Our observations thus add 
another to the list of heme compounds the synthesis of which is 
suppressed or impossible in the absence of adequate amounts of 
copper in the animal organism. If the necessity of copper for the 
sjmthesis of heme compounds is a general biological phenomenon, 
the essential nature of copper for animal life could be explained 
more rationally. 


1. In experimental copper deficiency the catalase activity of 
liver, kidney, and blood of rats is markedly decreased. Feeding 
of copper to the deficient rats induces a rapid return toward 
normal catalase activity. 

2. Iron deficiency also leads to a decreased catalase actmty 
of liver, kidney, and blood. 

3. The catalase acti^dty of the heart is not decreased under the 
same conditions. In copper deficiency it is even increased. 
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A SIMPLE APPARATUS AND PROCEDURE FOR 
DETERMINATION OF AMINO ACIDS BY 
THE NINHYDRIN REACTION* 
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KEENE P. DIMICK 

{From the Department of Chemistry, Oregon State College, Corvallis, and the 
Department of Biochemistry, University of Oregon Medical School, 

Portland) 


(Received for publication, October 26, 1940) 


Considerable work has recently been published on the ninhydrin 
reaction with amino acids (2, 4, 5). This reaction appears to be 
specific for carboxyl groups of a-amino acids, while other orgamc 
acids such as lactic, acetic, and citric are unaffected (4) . Because 
ninh ydrin does not react with urea, peptides, other primary 
amines, and ammonia. Van Slyke and coworkers ^ report tWs 
reagent to be more specific for amino acids in biological material 
than the classical nitrous acid reaction (4). 

The utilization of ninhydrin for the quantitative detem^ation 
of amino acids has been attempted in several ways. Earlier work 
was confined to colorimetric or photometric procedures which were 
subject to rather serious limitations (2). 

Later Ruhemann (3) and Grassmann and von Amim (1) have 
shown that the color-forming reaction of ninhydrin with ammo 
acids is accompanied with the evolution of COj. 

Both Van Slyke (4) and Dillon and Mason (2) have deiused 
methods for the determination of amino acids b^ed on the 
measurements of the CO 2 evolved. These investigators a\ e 
adapted the manometric procedures as developed by Van^ y 'e 
(6, 7) and others for the determination of liberated carbon dioade. 
This necessitates the use of equipment which may not be rea y 
available in many laboratories. 


•Published with the approval of the 
mittee, Oregon State CoUege. Research paper No. 3o, School of Scien , 

Department of Chemistry. 
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Recently Christensen has developed a very simple apparatus 
for the measurement of evolved carbon dioxide which has been 
successfully applied in several ways (8). Since the apparatus 
appears to lend itself perfectly to the determination of amino acids 
by the ninhydrin reaction, this investigation was undertaken. 

Method 

Apparatus — The apparatus used in this investigation is de- 
scribed in a previous article (8). 

Solutions — (1) Barium hydroxide; (2) HCl; (3) thymol blue; 
(4) glycerol; (5) ninhydrin solution containing 30 mg. of nin- 
hydrin per cc. ; (6) saturated KH^POi. 

Procedure 

The absorption vessel B (cf. (8) Fig. 1) is evacuated to approxi- 
mately 30 mm. and filled with air drawn through a soda lime tower. 
It is then charged with approximately 2.5 ml. of 0.05 N Ba(OH )2 
accurately measured with a protected automatic pipette (8) and 
again evacuated. This operation should be done as fast as possible. 
In order to prevent sticking, the ground glass joints are lubricated 
with glycerol. 

1 ml. of water is placed in the U-tube connecting the reaction 
vessel with the absorption flask. 1 to 4 mg. of amino acid in 2 ml. 
of water are introduced into the reaction vessel which is then con- 
nected to the absorption flask through the U-tube. 1 ml. of 
ninhydrin solution and 1 ml. of saturated phosphate solution are 
introduced into the cup of the reaction vessel which is then con- 
nected to a large soda lime tower. 

The reaction vessel is then brought to a temperature of 110-115° 
and maintained there for 15 minutes by means of a phosphoric 
acid bath. During the heating sufficient (COz-free) air is slowly 
drawn through the system (by opening slightly the stop-cock of 
the absorption flask) to maintain the reaction vessel slightly below 
atmospheric pressure. After heating, the system is permitted to 
come to atmospheric pressure by opening the stop-cock of the 
absorption flask so that the flow of air is even and well controlled. 

The absorption flask is then disconnected and set aside for 15 
minutes. 3 ml. of acetone are now added to the flask and the 
excess Ba(OH )2 titrated with approximately 0.03 N HCl from a 



Christensen, West, and Dimick 


737 


5 ml. microburette. During the titration the contents of the flask 
are protected from atmospheric COj by a rubber dam held over 
the mouth of the flask with a rubber band. The tip of the burette 
is admitted through a pinhole cut in the center of the cover. 

Results 

Blank Determinations — Owing to small amounts of contaminat- 
ing CO* (from reagents and residual air) blank runs are necessary 


Table I 

Comparison of Results bij tUnhjdrin and iliero-Kjeldahl Methods 


Adino acid 

Wcislit of 
Bomplo 

Per cent recovery 

NinLydrin 

KjeldaU 

Glycine 

rxg. 

1.S4S 

95.3 

101.5 

.\spartic acid 

1.030 

100.2 

99.9 

Cysteine 

2.615 

99.5 

99.8 

Leucine 

2.7S3 

100.5 

99.8 

Xorleucine 

2.555 

. 100.7 

99.5 

a-.4minobutyric acid 

2.365 

100.9 

100.3 

Phenylalanine 

2.620 

100.8 

100.3 

Glutamic acid* 

3.600 

100.7 

99.9 

Valine 

2.470 

101.0 

99.9 

Serine 

1.763 

100.4 

100.1 

Alanine 

1.D65 

99.4 

99.9 

Isovaline 

3.450 

1.0 


Tyrosine 

4.470 

100.3 

100.0 

Lysine dihydroehloridef 

3.940 

112.5 

116.5 

Cystine 

3.630 

96.2 

96.7 

Tryptophane 

1.115 

100.1 


o-Aminocaprylic acid 

3.100 

1 100.1 

I 





* Heated for 5 minutes. 

t Calculated on the basis of pure lysine dihydrochloride. 


to Standardize the procedure. 4.60 ml. of HCl were required to 
neutralize 2.5 ml. of Ba(OH) 2 . In blank runs 4.54, 4.54, and 4.52 
ml. of acid were required. 

Analysis of Amino Acids — In order to check the accuracy of the 
method, samples of pure amino acids were analyzed by this method 
and by the micro-Kjeldahl procedure. 

As indicated in Table I, alanine, serine, and tryptophane gave 
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theoretical results. Mason reports low results (2) with these 
three amino acids when run under slightly different conditions 
In two respects the observations of Van Slyke were confirmed. 
Lysine gave variable results (depending on the acidity) . Glutamic 
acid gave high results if the reaction was allowed to run the usual 
time. 


SUMMARY 

1. A simple procedure is described for the determination of 
amino acids by reaction with ninhydrin. 

2. The time required for a complete determination is 20 minutes. 

3. Agreement with Kjeldahl determinations of amino acids 
was within 1 per cent. 
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THE CONVERSION OF ^-PHENYLLACTIC ACID TO 
TYROSINE IN NORMAL RATS* 

Bv A. R. MOSSf 

(From the Department of Biochemhlrtj, College of Physieians and Surgeons, 
Columbia University, New York) 

(Received for publication, October 15, 1940) 

In a recent publication (1) experiments were described demon- 
strating the conversion of phenylalanine to tyrosine by normal 
rats on a stock diet. The phenylalanine added to the diet con- 
tained stablj' bound deuterium, and the rate and extent of the 
conversion reaction were indicated by the deuterium content of 
tyrosine isolated from the body proteins. It was shown that the 
reaction proceeded even when relatively large amounts of tjorosine 
in addition to the deutero phenylalanine were added to the diet, 
and it was concluded that the" conversion was one of the auto- 
matic processes which take place spontaneously and independently 
of the animal’s nutritional requirements for the reaction product. 

A similar type of experiment has now been carried out, in which 
the deutero phenylalanine was replaced by its a-hydro.xy deriva- 
tive, deutero df-phenyllactic acid. Although it is questionable 
whether the compoimd is a normal intermediate in amino acid 
metabolism, it has been shown by Rose (2) to support the growth 
of rats on a phenylalanine-free diet; while Jer\’is et al. have ob- 
served an increase in the output of urinary phenylpyxuvic acid 
(3) and in the phenylalanine content of the blood (4) after feeding 
phenyllactic acid to humans afflicted with phenylpyruvic oligo- 
phrenia. These findings suggested strongly that the hydroxy' 
acid could be converted to phenydalanine, probably' via phenyl- 
pyruvic acid. It was therefore to be e.xpected that phenyllactic 
acid might also be converted to tyrosine 'V’ia pheny'lalanine, at 
least in cases of nutritional deficiency of the latter amino acid. 

* This work was aided by grants from the Rockefeller Foundation and 
the Josiah Macy, Jr., Foundation. 

t Fellow of the Rockefeller Foundation, 1939-40. 
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The deutero dZ-phenyllactic acid was prepared from deutero 
dZ-phenylalanine described in the previous studies (1), by treat- 
ment with silver nitrite and hydrochloric acid. The compound 
contained 18.5 ± 0.18 atom per cent deuterium;^ and as this value 
coincided with that calculated from the deuterium content of 
the phenylalanine employed no deuterium had been lost from 
the a position during removal of the amino group. The distribu- 
tion of isotope in the molecule must thus have been the same as in 
the phenylalanine; f.e., it also contained 96 per cent of its isotope 

Table I 

Biological Conversion of Phenyllactic Acid and of Phenylalanine to Tyrosine 

by Rats 

The dZ-phenyllactic acid added to the diet contained 18.5 atom per 
cent deuterium. 


Deutero eubatonce 
added to atock diet 
per rat per day 

No. of 
aaimola 

Aver- 

age 

weight 

animals 

Deuterium content of tyrosine 
isolated from 

Fraction of 
tissue tyrosine 
derived from 
added _ 
phenylalanine 


Internal organs 

Rost of body 
tissues 

In- 

ternal 

organs 

Rest of 
body 
tissues 



jm. 

jfojn per cent 

atom per cent 

per cent 

per cent 

100 mg. phenyl- 
lactic acid 

3 





2.1 

150 mg. phenyl- 
alanine 

2 


1.48 ± 0 02 

0.47 ± 0.02 


6.6 




in the phenyl ring. The experiment was performed with a group 
of three adult rats having an average weight of 330 gm., which 
remained constant over the experimental period. The animals 
were maintained for 10 days on the stock diet (5), with an addition 
of 100 mg. of deutero dl-phenyllactic acid per rat per day. At 
the end of the feeding period the rats were killed, and two samples 
of tyrosine were isolated, one from the protein of the combined 
internal organs, and another from the protein of the remaining 
tissues. 

The isolated tyrosine contained considerable quantities of 
deuterium (Table I) and thus had originated from the hydroxy 

1 The isotope content of the phenyllactic acid is higher than that of the 
parent phenylalanine (16.8 atom per cent), owing to the loss of 1 non- 
isotopic hydrogen atom during the conversion. 
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acid.* Deuterium analj'ses of tyrosine from the corresponding 
group of animals which received deutero di-phenylalanine (1) 
are included for comparison. As the isotope distribution in the 
phenylalanine and phenyllactic acid was the same, the tyrosine 
derived from the two sources must have had an identical isotope 
content and distribution. The values in the last two columns 
of Table I were therefore calculated, as in the previous paper, on 
the assumption that the tyrosine derived from the e.\perimental 
compounds contained 7. 1 atom per cent deuterium. The amounts 
of phenylalanine and of phenyllactic acid fed were different but 
if the figures are reduced to a common basis they seem to indicate 
that as a tyrosine precursor the hydro.xy acid is about half as 
effective as the amino acid. Since, however, this estimate is 
derived from a comparison of only two experiments, each carried 
out with one small group of rats, only the qualitative implications 
of these results can be discussed. 

It is known that the stock diet (5) adequately supplies the 
amino acid requirements even of growing rats, so that the adult 
animals used in this experiment must have been abundantly sup- 
plied mth phenylalanine and tyrosine, both of which are present 
in considerable quantity in the casein of the diet (6). 

The utilization of phenyllactic acid thus cannot be e.xplamed 
by a nutritional deficiency of phenylated amino acids; f.e., of the 
compounds into which the hydroxy acid was converted. It 
follows that although the starting material is a substance foreign 
to the diet, and whatever the pathway of the conversion, this 
reaction must also be considered an automatic process. 

If the hydroxy acid is not a constituent of the- body tissues, nor 
ev.en a short lived metabolic intermediate, the over-aU conversion 
reaction cannot be viewed as part of the interrelated normal 
metabolic processes. However, phenyllactic acid is readily con- 
verted by oxidation to phenylpyruvic acid, which is regarded as a 
normal intermediate in the amination and deamination of phenyl- 
alanine. The results of this experiment might therefore be inter- 

’ This conversion requires amination in the a position and introduction 
of a hydroxyl group into the phenyl ring, but the experiments give no infor- 
mation as to the sequence of these metabolic steps; i.e., the intermediates 
might be phenylpyruvic acid and phenylalanine or p-hydroxyphenyllactic 
acid and p-hydroxyphenylpyruvic acid. 
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preted by assuming that the oxidation is a non-specific, automatic 
process; tha.t if the organism has the ability to oxidize phenyllactic 
acid in the a position, the reaction will always take place when the 
hydroxy acid is present, irrespective of the composition of the 
diet and the nutritional state of the organism. The hydroxyacid 
is then introduced into what is probably a continuous cycle of 
reactions which must involve the formation of tyrosine.^ 

EXPERIMENTAL 

Preparation of Deutero dl-Phenyllactic Acid 

The two optically active /3-phenyllactic acids have been pre- 
pared from the corresponding phenylalanines by the action of 
barium nitrite and sulfuric acid (7) and of sodium nitrite and 
sulfuric acid (8). 

Deamination of di-phenylalanine with sodium nitrite and sul- 
furic acid gave a product crystallizing from carbon tetrachloride 
in colorless needles, m. p. 92-93° (corrected), in a yield of 40 per 
cent. The melting point of this material was raised to 95-96°, 
with very little loss, by a second crystallization from carbon tetra- 
chloride, chloroform, or benzene. When the deamination was 
carried out by shaking the amino acid in hydrochloric acid solution 
with the theoretical quantity of silver nitrite (9), a product which 
melted at 95-96° after only one crystallization was obtained in a 
yield of 55 per cent. The substance, m. p. 95-96°, gave theo- 
retical C and H analysis figures for phenyllactic acid, but the melt- 
ing point could be raised to 96-97° by one crystallization from 
water. Numerous subsequent crystallizations from water, ben- 
zene, and chloroform, however, did not further elevate the melting 
point. Erlenmeyer (10) gives a melting point of 98° (uncorrected) 
for j3-phenyllactic acid. 

6.5 gm. (0.04 mole) of deutero dJ-phenylalanine containing 
16.8 atom per cent deuterium were dissolved in 100 ml. of water 
containing 5.3 gm. (0.052 mole) of concentrated hydrochloric 

^ A similar explanation would hold for the introduction of the phenolic 
group and the subsequent oxidation of the a-hydroxyl group if the conver- 
sion takes place through p-hydroxyphenyllactic and p-hydro.xyphenyl- 
pyruvic acids. 
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acid, and the solution cooled to 0°. 8.0 gm-. (0.052 mole) of finely 
powdered, freshly precipitated silver nitrite were then added and 
the suspension shaken at room temperature for 5 hours in a long 
necked, open flask containing glass beads. The reaction mixture 
was filtered, the silver chloride washed with water, and the com- 
bined filtrate and washings acidified to Congo red with sulfuric 
acid. The clear solution was extracted with five portions of 
ether, the combined extracts dried with calcium sulfate, and the 
solvent distilled ofli. The residual, almost colorless oil was dis- 
solved in SO ml. of carbon tetrachloride and the solution cooled 
to 0°. After filtration and washing with carbon tetrachloride 
the crj'stalline mass showed a slight tinge of greenish j^ellow color 
but melted at 96-97® (corrected). It was dissolved in 12 ml. of 
water and treated with a small amount of norit. At 0° this 
solution rapidly deposited 2.5 gm. of colorless needles w’hich also 
melted at 96-97® (corrected). The carbon tetrachloride and 
aqueous mother liquors jielded a further quantity of material 
W'hich, after two crystallizations from carbon tetrachloride and 
one from w’ater, weighed 0.75 gm. and melted at 96-97® (corrected). 
These two fractions were combined and used for the feeding ex- 
periment. 

The substance contained 18.5 ± 0.18 atom per cent deuterium. 

Analysis — Calculated for phenyllactic acid containing 18.5 per 
cent deuterium, C 64.3, H 5.0; found, C 64.5, 64.4, H 5.0, 4.9. 

The combined carbon tetrachloride mother liquors contained 
1.8 gm. of a deep yellow uncrj'stallizable oil. It seemed possible 
that this oil was a mixture of lactones related to those formed by 
lactic acid and an alkaline hj^drolj'sis was therefore attempted. 
The oil was dissolved in 1 m alcoholic sodium hj'’droxide and the 
solution boiled under a reflux for 5 hours. After a preliminar}'- 
ether e.xtraction of the hydrolysate, it was acidified and reex- 
tracted. The second ether extract jdelded a yellow oil which in 
carbon tetrachloride solution deposited 1.0 gm. of verj^ pale yellow- 
crystals; m. p. 93-94®. A second crj'stallization removed the 
color and raised the melting point of this material to 95-96°: 
a mixed melting point with the main fraction showed no depres- 
sion. Deutero di-)3-phenyllactic acid was thus obtained in a total 
yield of 64 per cent of the theory. 
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■Biological Experiment 

The deutero dZ-phenyllactic acid was dissolved in 1 mole of 
sodium carbonate solution and added to the stock diet (5), the 
volume of the solution being so adjusted that the mixture could 
be worked up into a moderately stiff paste. The animals received 
15 gm. of diet per rat per day, this quantity being completely 
consumed during a 24 hour period. 

The procedures for the isolation, purification, and deuterium 
analysis of tyrosine were identical with those described for the 
previous experiments mth deutero dZ-phenylalanine (1). 

SUMMARY 

1. Deutero dZ-/3-phenyllactic acid was prepared from deutero 
dZ-phenylalanine by the action of nitrous acid, and was added to a 
casein-containing stock diet of adult rats over a period of 10 days. 
Samples of tyrosine were isolated from the proteins of these animals 
and analyzed for deuterium. 

2. The deuterium content of the tyrosine indicates that the 
amino acid is formed from phenyllactic acid despite the presence 
of abundant supplies of tyrosine and phenylalanine; it is suggested 
that the conversion is an automatic, non-specific process. 
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Since the discovery and synthesis of \'itamin Ki, interest in its 
biological role and that of the associated naphthoquinones and 
benzoquinones has been markedly stinrulated (1). This situation 
has given rise to the need for a convenient and accurate method 
for their estimation. This paper describes a method whereby 
many quinone-like substances, whose standard oxidation-reduc- 
tion potentials, Eo, are less than about 0.5 volt, may be assayed. 

The method, in principle, consists of two stages, first catalytic 
reduction of the quinone to the hydroquinone and second the 
reoxidation of an aliquot part of the latter with a relatively stable 
and easily obtained dye, 2 , 6-dichlorophenol indophenol. This 
o.xidative approach to the problem of quinone estimation has a 
very definite advantage over that usuallj’^ used, i.e. titration with 
active reducing agents such as titanous chloride or sodium hypo- 
sulfite, in that the dye is stable against air oxidation. Thus none 
of the usual unwieldly protective devices is required. This lends 
to relatively easy manipulation and to the absence of the need for 
frequent restandardization. Furthermore the dye is its own 
indicator. 

Aside from the fact that, as will be shown later, by the present 
method a wide variety of quinones maybe successfully determined, 
it also seems to possess a reasonable degree of generality inasinuelj 
as it has been found possible to assay vitamin Ki in the iwesence of 
several natural oils such as castor, peanut, and sesame. Through 
the use of dyes of higher or lower standard oxidation-reduction 
potentials the range of titratable substances may bo broadened 
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or narrowed at will and some degree of selectivity thus introduced. 
Such latitude may prove of value in special cases. 

Table I contains a summary of the standard potentials of some 
of the substances dealt with in this communication. Values are 
given for pH 0 and 7. These will be of value in connection with 
the subsequent treatment. 


Table I 

Standard Oxidation-Reduction Potentials of Some Quinones, 
Naphthoquinones, and Dyes 


Substance 

Standard 
potentials 
at pH 0 

Potentials at pH 7 

Biblio- 

graphio 

refer- 

ence 

No. 

2, 6-Dichlorophenol indophenol 

mv. 

+648 

m’O, 

+203 

2 

Tetrahydro-1, 4-naphthoquinone 

-1-614 

-1-201* 

3 

Quinone 


-1-316* 

3 

a-Tocopherol 


•+-200 (Apparent) 

4 

1 , 2-N aphtho quinone 

•+•576 

-1-163 

5 

Methylene blue 

■+-532 

-1-1.5 

6 

1,4-Naphthoquinone 

-f484 

-1-71* 

5 

Duroquinone 

-1-466 

-1-53* 

7 

2-Methyl-l, 4-naphthoquinone 

-f408 

-5* 

5 

2, 6-Dimethyl-l, 4-naphthoquinone . . . 

-1-405 

-8* 

5 

2-Methyl-3-phy tyl-1 , 4-naphthoqui- 
none (vitamin Ki) 

-1-360 

-53* 

8 

2, 3-Dimethyl-l, 4-naphthoquinone, . . 

-1-340 

-73* 

5 

Phthiocol 

-1-300 

-113* 


Phenosafranine 


-252 

9 


* Calculated assuming En = Eo + 0.059 pH. This equation is valid 
when the acid dissociation constants of the phenolic groups of the reduced 
compound are small compared to the hydrogen ion concentration, a condi- 
tion fulfilled for the hydroquinones and hydronaphthoquinones over the 
range of pH from 0 to 8. 


EXPERIMENTAL 

Dye — Considerable variation was observed in the behavior of 
samples of 2,6-dichlorophenol indophenol (sodium 2,6-dichloro- 
benzenoneindophenol) obtained from different sources. How- 
ever, it has been found that the Eastman product behaves quite 
satisfactorily and is recommended for use in this assay. Since 
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2,6-<lichlorophenol indophenol cannot be obtained m the p^e 
state (it always contains some water and sodium chloride (2);, 
the proper amount to weigh out, in order to make a solution of 
about the desired strength, had to be determined empirically. 
To obtain a solution about 2.0 mM, it was found necessary t^o use 
1 gm. of the solid dye per liter of solvent. After being shaken 
for about 15 to 20 minutes, the solution was filtered to remove 
undissolved solids, put in an amber bottle, and stored in a refrig- 
erator when not in use. Under such conditions the dye solution 
retained its strength over periods of time up to 3 months It was 
observed that some samples of the dye gave solutions having a 
violet-blue color; these were found to be valueless for of 

titration and were rejected. Two criteria were found to be m- 
portant in judging the value of a given sample of a clear 

green-blue color in the stock dye solution and second 
of any red coloration at the end-point of the titration. g 

dye stable end-points were always obtained. 

Solvent-Bath absolute ethanol and n-butanol been used 

as solvents for the dye. It was found ^a on y s w^nol 
best grade may be used in this work. Reapnt de n-b^anol 

was found satisfactory but certain commercia f 

proved valueless oiling to the presence of small ® 

oxidizing agents (probably peroxides) which rise to ^table 
end-point characteristics, men titrations ^’^e ^o be rrm up^ 
samples of natural oils, n-butanol must be used, ™ s^^ 
are ?oo insoluble in ethanol. For dissolving the ^ 

assayed 95 volume per cent n-butanol, con ming . , 

phenosafranine (Eastman) per liter, was use . . ^ 

added for electrochemical reasons and the pheno. 
reduction indicator whose purpose will e , catalyst 

Preparation of Raney’s Nickel considerable 

was prepared m the usual manner (10), . P rpmoval of 

care was given to the washing procedure to insure removal^of 

all traces of free alkali (both phenosaframne an 
destroyed by the latter). The final washmg 
95 per cent ethanol containing some ace 
catalyst may be considered satisfactorily 
a, COM ,rZ i, after standing, 
brom-thymol blue indicator. Fmally all 
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This was accomplished by shaking the prepared nickel catalyst 
with a relatively large volume of 95 per cent ethanol, allowing to 
settle for 1 to 2 minutes, and then quickly decanting off the 
liquid. This process was repeated a suflacient number of times 
until the residual catalyst settled off rapidly, leaving no appre- 
ciable cloud in the liquid phase. Final grading was made by 



washing the sohd on a 400 mesh sieve with a stream of alcohol. 
The material remaining on the screen after this treatment was 
washed into a 15 cc. centrifuge tube and stored under alcohol ready 
for use. Such material is readily filtered through a cotton plug, 
giving a clear filtrate. 

A'pparaius — A cross-sectional sketch of the apparatus is pre- 
sented in Fig. 1, It consists essentially of two chambers, E and I, 
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in the uppermost of which the actual titration is carried out, while 
in the lower the preliminary catalytic reduction is accomplished. 
The conical bottom of the lower chamber should be carefully 
fashioned so that the gas bubbles from jet J wall continually sv\eep 
the catalyst into suspension. The volumes, to the ground joints, 
are about 30 cc. for the lower and 20 cc. for the upper chamber. 
The major diameters are about 22 mm. G is a rubber bulb of 
about 30 cc. capacity. The internal tube K is 5 mm. outside 
diameter and is provided with a constriction about half way up 
its length. The latter prevents the cotton plug L from being dis- 
placed into the upper chamber. Chamber E contains a glass 
pointer centrally located so as to define a volume of about 8 cc. 
The outlet M on head B is formed to fit the burette tip ^ 
illustrated. Burette .4 has a total volume of 5 cc. subdivided in 
hundredths. A stiff wire hook, inserted through the lower end 
of tube K, serves to insert and remove the cotton plug. 

Gas Trains— Commercial tank nitrogen and electroljdic hydr(> 
gen were used. The hydrogen was conducted to jet J through 
a spiral gas-washing tower containing a quantity of the same 
stock solvent as that used in preparing the samples for assay: 
In this manner, the hydrogen was saturated with solvent vapor 
before entering chamber 1 and any change of concentration m / 
during reduction was avoided. A water seal blow-off located 
immediately adjacent to the tanks was provided m each tram o 
avoid excessive pressures. Commercial tank nitrogen usim y 
contains some oxygen, and since only 0.2 cc. of oxygen wo e 
needed to reoxidize all the dihydronaphthoquinone containe m 
the aliquot taken from the average titration, a spiral gas w ^ o 
tower containing alkaline sodium hyposulfite solutioii (1 ) 
included in the train. Care must be taken to see that t e so um 
hyposulfite used is fresh, as old samples were found to evo ve 
hydrogen sulfide which is an active reducing agent for the (^mones. 
Passage through a copper-filled tube at 500 would pro aye 
a better procedure. 

Procedure 

The whole apparatus was thoroughly cleaned (final rmse with 
acetone), dried on a vacuum line, the cotton plug inserte m o 
K as illustrated, and the apparatus set up on a stand. sma 
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cork was inserted in M and nitrogen gas allowed to flush out cham- 
ber E by entry at C and exit at the end of tube K. In the mean- 
time, the lower chamber I was put into a wooden block stand, the 
H 2 gas started through tube J (at several bubbles per second), 
10 to 12 cc. of the solution containing a weighed amount of the 
sample to be assayed pipetted into it, about 10 to 15 mg. of pow- 
dered potassium acetate added (as a buffer to keep the medium 
slightly alkaline), and finally a small amount (about the size of a 
pea) of the prepared nickel catalyst. The catalyst was always 
centrifuged in its storage tube and all free solvent drained off before 
each analysis in order to avoid dilution of the quinone solution. 
It is quite difficult to describe adequately the proper amount of 
catalyst to be taken for use, as only experience will suffice to give 
the operator a feel for the necessary quantity. However, the 
amount used should be suflScient to complete reduction in about 
15 to 20 minutes. 

Chamber I having been put in place with stop-cock 2 open, 
stop-cock F was closed, the stopper in M removed, the burette 
put in place at M, stop-cock 4 closed and 3 opened, and both gas 
streams allowed to continue. As reduction proceeds, the yellow- 
ish tinge, due to the quinone, of the reducing solution slowly 
disappears and the pink of the phenosafranine intensifies until all 
the quinone has been reduced; then the pink quickly disappears 
and reduction is completed. In practice reduction was contin- 
ued about 5 minutes beyond the time necessary for the pink to 
disappear. During the reduction period the rubber bulb G was 
squeezed periodically to expel any air present within it. The 
completely reduced system is colorless. Stop-cocks 1 and 2 
were then closed and the catalyst given several moments to settle. 
Stop-cock 3 having been closed and 4 opened, stop-cock F was 
opened and an aliquot part of the liquid blown up through the 
cotton plug into chamber E by means of the rubber bulb G. 
Transfer was continued until the surface of the rising liquid just 
touched the tip of the glass point. This was accurately adjusted 
with the aid of a small 7 X magnifier. Observation of the ap- 
proach of the real and virtual images of the glass point aided in 
determining the point of contact. Stop-cock F was then imme- 
diately closed . 1 Stop-cock 4 was then closed and 3 opened. The 

* The volume in the upper chamber E defined by the glass point and the 
closed stop-cock F had been previously calibrated. 
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gas flow during the titration served two purposes, one to stir the 
solution and the other to exclude entry of air. Leucophenosaf- 
ranine is very sensitive to gaseous oxygen and consequently should 
traces of the latter get into the system at any time during the 
foregoing manipulation, or as a result of inadequate flushing, the 
operator is promptly warned of that fact by the appearance of a 
pink coloration in the liquid in the upper chamber. Dihydro- 
vitamin Ki is verj' sensitive to air. 

Titration with the 2,6-dichlorophenol indophenol dye was car- 
ried out at once. Initially the dye may be nm in quite rapidly 
as the reaction rate is verj' fast.* Toward the end dropwise addi- 
tion was resorted to. The addition of the first drop of dye brings 
up the pink of the phenosafranine, while the last drop of dye 
converts the pink-yellow color of the solution to a very distinct 
greenish blue. This color should be stable for not less than 5 
minutes. If a red-violet color appears as the end-point, the 
result should be suspected, as it has been found that such a color 
is an indication of deterioration of the indophenol dye solution 
and fresh dye should be made. When butanol solutions are used, 
ample time should be allowed for the burette to drain before a 
reading is made. Calculation of the results are made in the ob- 
vious manner, the indophenol dye solution being expressed in 
terms of mg. per cc. of the standard substance. 

DISCUSSION 

From the data in Table I it will be noted that the potential of 
phenosafranine lies well below that of any of the known quinones 
or naphthoquinones and that fact makes possible its use as a 
reduction indicator. Clearly the disappearance of its pink color 
is a definite indication that the potential of the reducing system 
is below —252 millivolts (at pH 7), a simultaneous indication that 
any quinone or naphthoquinone present must have been reduced 
completely. Inasmuch as no control is easily exercised over the 
amount of catalyst taken for the reduction, the times of reduction 
are necessarily somewhat variable and the presence of such an 
indicator is a distinct aid in insuring completeness of the reduction 
stage during assays. 

* This results, in part, from the slightly alkaline condition of the me- 
dium. On the acidic side the rate of reaction is much slower. 
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Tables II and III contain summaries of typical results. All the 
substances used were highly purified and carefully characterized 
by ultimate analyses and melting points. From the results in 
Table II it will be noted that a reproducibility of better than 1 
per cent was attained. Those in Table III are of interest because 
they indicate an apparently anomalous behavior. As a rough 


Table II 

Eeproducibilily of Titrations 


Substance 

Apparent strength of dye 

Vitamin Ki 

mu 

5.74, 5.67, 5.72 

5.74, 5.76, 5.73, 5.71 

5.23, 5.25, 5.25 

2 , 3-Dimethyl-l , 4-naphthoquinone 

2-Methyl-l ,4-naphthoquinone 



Table III 

Summanj of Anomalous Behavior of 2 ,6-Dichlorophenol Indophenol 

Titrations 


Substance 

Potential 
(pH 7) 

Apparent 

strength 

Phthiocol 

mv, 

“113 

mu 

6.21 

Vitamin Ki 

-53 

5.72 

2 , 3-Dimethyl-l , 4-naphthoquinone 

-73 

5.72 

2-Methyl-l, 4-naphthoquinone 

-5 

5.25 

Tocoquinone 

+50* 

+53 

+50* 

5.28 

Durohydroquinone 

5.23 

2,5, 6-Trimethyl-3-phy tylbenzoquinone 

5.28 



* The potentials of these quinones have never been measured but they 
must be within a few millivolts of that of durohydroquihone. 


approximation it would seem that the apparent millimolar strength 
of the indophenol dye solution is some function of the potential 
of the substance being titrated. The explanation for this be- 
havior is obscure but it was observed to persist even when quin- 
hydrone was used as the oxidizing agent as well as when platinium 
oxide was used as the reduction catalyst. Samples of 2,6-di- 
chlorophenol dye from different sources were found to give the 
same result. The existence of such an anomaly puts a definite 
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restriction on the choice of a substance for dye standardization. 
Thus if vitamin Ki assays are to be undertaken, one must choose 
2,3-<iimethylnaphthoquinone as standard. Of course vitamin 
Kx itself may be used if a sample of known purity is available. 
Since, in general, solids are much more readily purified than liquids, 
the former are preferable as standards. 

In carrying out vitamin Ki assays it was found that the best 
concentration range is about 0.5 to 1 mg. per cc. and the best dye 
strength about 4 to 5 mxi. 1 per cent accuracj" is attainable in 
this range. Lower concentrations may be used with a propor- 
tional loss of accuracy. It has been estimated that a total sample 
of about 0.1 mg. of vitamin Ki constitutes the lower practical limit 
of this method unless changes are made in the dimensions of the 
apparatus so as to reduce its plu'sical size and an attempt be made 
so to design the upper titrating chamber that advantage maj’' be 
taken of observation through a greater depth of liquid. A factor 
of at least 6 could be obtained by such changes and the total 
required sample thus reduced to about 20 7. 

In the course of this work the possibility of using hydrogen 
sulfide or sodium hyposulfite as the reducing agent to replace the 
catalytic reduction was tried. Both substances actively reduce 
the naphthociuinones. However, the oxidation products of these 
reducing agents, namely sulfur and sodium sulfite, were found to 
be subject to further o.xidation by 2 , 6-dichlorophenol indophenol 
with the result that unstable end-points were obtained. Clark 
and coworkers reported a similar experience during their investiga- 
tions of the oxidation-reduction potentials of the substituted 
indophenols. 

In addition to the substituted quinones and naphthoquinones 
listed in Tables I to III naphthotocoquinone also has been assayed 
successfully by this method. It behaved like duroquinone, as 
would be e.xpected from its structure. Titration of 5, 6,7,8- 
tetrahydro-2-methylnaphthohydroquinone gave clear erddence of 
an equilibrium in accord with the expectation to be derived from 
its potential relative to that of 2 , 6-dichlorophenol indophenol 
(Table I). It was not found possible to titrate either vitamin Ki 
oxide or 2-methylnaphthoquinone oxide. The results seem to in- 
dicate that a catalytic reduction occurs but that the product is not 
a simple naphthohj’^droquinone but some substance of high poten- 
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tial, possibly one whose benzenoid nucleus has been saturated. 
The results of the titration indicate the presence of an equilibrium. 
In addition the oxidation product of the 2-methylnaphthoquinone 
oxide is a red colored compound suggestive of a hydroxy-substi- 
tuted quinone. 

As would be expected, 2-methyl-2-phytyl-3-dihydro-l, 4-naph- 
thoquinone does not titrate under the conditions of this method. 

As was mentioned earlier in this paper, the method has been 
successfully applied to the assay of vitamin Ki samples con- 
taining vegetable oils. These tests were carried out on synthetic 
samples of castor, sesame, and peanut oils to which known amounts 
of pure vitamin Ki had been added. It was found necessary to 
dilute the oils about 1 to 5 with 95 per cent n-butanol (containing 
phenosaf ranine) in order to avoid foaming and to reduce the 
viscosity of the medium during the reduction and titration. Ex- 
cellent checks between the assays and the known amounts present 
were obtained. The rate of reduction in the presence of some of 
these oils was found to be slower than in their absence and in 
consequence somewhat larger amounts of the nickel catalyst were 
used and the reduction time e.xtended. It was also observed with 
oils present that occasionally the pink of the phenosafranine failed 
to reappear on addition of the first drop of the indophenol dye, 
although its behavior during reduction appeared normal. How- 
ever, none of these phenomena seriously affects the method and 
many satisfactory assays for vitamin Ki preparations in natural 
oils have been made. The accuracy is somewhat lower, being 
±2 per cent. 

Since the ultimate objective for development of this assay was 
application to biological media and since vitamin Ki is a fat-soluble 
substance, it was deemed necessary to investigate what inter- 
ference could be expected from other fat-soluble vitamins such as 
A and E. 

To this end determinations were carried out with pure vitamin 
E and a highly concentrated vitamin preparation in cod liver oil 
alleged to contain 50,400 u.s.p. units per cc. of vitamin A and 
5040 u.s.p. units per cc. of vitamin D. Perfect blanks were ob- 
tained in both cases, so that it appears that these substances cause 
no interference. It should be noted, however, that tocoquinone, 
a common oxidation product of vitamin E (4, 12) does titrate by 
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this method and hence caution should be taken when this method 
is applied to old, exposed preparations containing significant 
amounts of vitamin E. It is also probable that reducing sugars 
will cause interference, since 2 , 6-dichlorophenol indophenol has 
long been known to react with them. These are easily separated 
from vitamin Ki, however, bj' simple extraction methods. 

The authors wish to express their sincere thanks to Dr. T. J. 
Webb for his frequent advice and criticism throughout the course 
of this work and to Dr. M. Tishler for his kindness in providing 
manj' of the substances used in it. 
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THE ACTION OF CRYSTALLINE RIBONUCLEASE ON 
RIBONUCLEIC ACID 

By FR.VXK WORTUINGTOX ALLEN a.vd JOHN J. EttER 

{From the Division of Biochemislry, University of California Medical School, 
Berkeley, and the College of Pharmacy, University of 
California, San Francisco) 

(Received for publication, September 7, 1940) 

The chemical changes in the molecule of ribonucleic acid oc- 
casioned by a thermostable enzj'me of the pancreas, as first re- 
corded by Jones (1) in 1920, have received recent attention by 
Dubos and Thompson (2), Schmidt and Levene (3), and Kunitz 
(4). However, in order that a definite role may be assigned to 
the enzyme, it appears that information other than that which is 
now at hand is required. 

A perusal of the facts that are known concerning the structure 
of ribonucleic acid indicates that any enzymic action upon this 
substance should be reflected in the behavior of the constituent 
phosphate groups toward direct titration. The validity of this 
observation and its bearing on certain aspects of the structure of 
ribonucleic acid are sho^ra in the following experiments. 

EXPERIMENT.VL 

Commercial ribonucleic acid from yeast (Eastman or Merck) 
was purified according to the accepted procedures. Each of the 
preparations was analyzed for total nitrogen, phosphorus, sodium, 
and chlorine. Sodium chloride is a very difficultly removable 
contaminant of nucleic acid. Finally, the number of equivalents 
of acid per mole was measured for each preparation by the use 
of a glass electrode-electrometric titration apparatus. The glass 
electrode-electrometric titration apparatus was desired by 
Goyan, Barnes, and Hind (5).‘ 

^ We wish to express our appreciation to Dr. F. M. Goyan who very 
kindly placed his own apparatus at our disposal. 
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758 Action of Crystalline Ribonuclease 

Ribonuclease was isolated and obtained in a crystalline state as 
described by Kunitz (4). Aqueous solutions containing 1 mg. 
of enzyme per cc. were employed in the experiments. 

The plan of the experiments was to observe the increase in 
equivalents of acid per mole that is effected by the enzymic action. 



Fig. 1. Titration curve of ribonucleic acid, and of ribonucleic acid 
subjected to the action of ribonuclease. □ represents ribonucleic acid, 
A ribonucleic acid incubated for 4 hours at 60° and pH 6.85 without the 
addition of ribonuclease, O ribonucleic acid incubated for 4 hours at 60° 
and an initial pH of 6.85 in the presence of ribonuclease, V ribonuclease 
incubated for 7 hours at 60° and an initial pH of 6.85 in the presence of 
ribonuclease. 

The following data, that are presented graphically in Fig. 1, 
will serve to illustrate the plan and procedure of the experiments. 
4.49 X 10“^ mole of ribonucleic acid, previously dried to constant 
weight in vacuo over sulfuric acid, was transferred quantitatively 
into the titration compartment of the titrimetric apparatus \vith 
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the aid of a measured quantity of a solution of sodium hydroxide. 
This preparation of ribonucleic acid contained 15.40 per cent 
nitrogen, 9.55 per cent phosphorus, 0.24 per cent sodium, and 
0.0S5 per cent chlorine. 0.055 per cent of the sodium is present 
in the form of NaCl. The remainder of the sodium (0.185 per 
cent) is assumed to be present in combination Avith the nucleic 
acid. The value for the combined sodium, expressed in equival- 
ents, has been included in all the titrimetric data that are given 
later. The value for the molecular weight of ribonucleic acid is 
taken as 1286 (6). 17.96 X 10“^ equivalent of sodium hydroxide 

was required to titrate to pH 7.9, the point of inflection of the 
curve. Calculations from these data show that ribonucleic acid 
has four acidic groups in the range of the first and second disso- 
ciable groups of phosphoric acid. 

In the e.xperiments that were designed to illustrate the mode of 
action of the enzyme, a quantity of the preparation of ribonucleic 
acid, mentioned in the preceding paragraph, was weighed out, 
dissolved, and brought to pH 6.8 by the addition of a solution of 
sodium hydroxide of known equivalents as indicated by the titra- 
tion curve. The solution was then diluted to a known volume by 
the addition of carbon dioxide-free distilled water. Ribonucleic 
acid and sodium ribonucleate form a buffer, hence the addition of 
other buffers is neither needed nor desired for reasons of the ex- 
periment. Aliquots of this solution were then treated in the 
foUo^ving maimer, (a) To 10 cc., 2 cc. of water were added. 
A 10 cc. aliquot, containing 3.02 X 10-* mole, was titrated im- 
mediately. The pH was 6.85. 12.08 X 10“* equivalent of 
sodium hydroxide was required to titrate to pH 7.9. This ex- 
periment served as a control to check both the initial pH and the 
original titration curve. (6) To 10 cc., 2 cc. of water were added. 
This was placed in a 60° w’ater bath. At the end of 4 hours, a 
10 cc. aliquot, containing 3.02 X lO"* mole, was withdrawn and 
titrated. The pH was 6.85. 12.08 X lO"* equivalent of sodium 

hydroxide was required to titrate to pH 7.9. This experiment 
shows that ribonucleic acid is stable at this pH and temperature, 
(c) To 10 cc., 1 cc. of water and 1 cc. of a solution of the enzyme 
were added. This was placed in a 60° water bath. At the end of 
4 hours, a 10 cc. aliquot, containing 3.02 X 10—* mole, was with- 
drawn and titrated. The pH, owing to the liberation of acidic 
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groups, had decreased to 5.76. 14.35 X 10~^ equivalent of sodium 

hydroxide was required to titrate to pH 7.9. Calculations show 
the aliquot to contain 4.75 equivalents of acid per mole of ribo- 
nucleic acid. Thus, in 4 hours, the enzyme liberated 0.75 equiv- 
alent of acid per mole, (d) To 10 cc., 1 cc. of a solution of enzyme 
was added. This was placed in a 60° water bath. At the end of 
4 hours, a second 1 cc. of a solution of enzyme was added. At 
the end of 7 hours (total time), a 10 cc. aliquot containing 3.02 
X 10"^ mole was withdrawn and titrated. The pH had decreased 
to 5.61. 14.96 X 10~^ equivalent of sodium hydroxide was 
required to titrate to pH 7.9. Calculations show the aliquot to 
contain 4.95 equivalents of acid per mole. This corresponds to 
the liberation of 0.95 equivalent of acid per mole by the action of 
the enzyme. 

Seven preparations of ribonucleic acid, other than the one al- 
ready illustrated, Avere studied in similarly planned e.vperiments. 
Results similar to those given in the foregoing pages were obtained. 

DISCUSSION 

The number of equivalents of acid displayed per mole of ribo- 
nucleic acid in the range of the dissociable phosphoric acid groups 
is dependent upon the following conditions: (a) the mode of union 
of the individual mononucleotides in the simple tetranucleotide 
molecule, and (6) the mode of union of the tetranucleotides in 
the formation of a polymerized molecule as suggested by Schmidt 
and Levene (3). 

An examination of the data that are published concerning the 
equivalents of acid of ribonucleic acid shoivs a lack of agreement. 
Levene and Simms (7) claim that ribonucleic acid exhibits four 
primary phosphoric acid dissociations and one secondary phos- 
phoric acid dissociation in an open chain structure. They esti- 
mated that the dissociation constants of the four primary phos- 
phoric acid groups as arranged in this structure should be roughly 
—0.2, 0.4, 1.4, and 2.0. The titration curve obtained in the present 
investigation indicates by its shape in the regions pH 4.7 to 7.9 
that the anions of three of the phosphate radicals depress the 
ionization of the remaining acidic group to a greater extent than 
was estimated by these authors. 

Makino (8), as ivell as Gulland and coworkers (9),- has not been 

* Cited by Gulland as unpublished data of Baker, Gulland, and Prideaux^ 
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able to confirm the data of Levene and Simms, and holds that 
ribonucleic acid exhibits four primary phosphoric acid dissocia- 
tions and no secondarj' phosphoric acid dissociation. These 
data are offered as support for the cyclic structure of ribonucleic 
acid, as proposed by Takahashi (10). The data of the present 
investigation confirm the data of Makino and of Gulland and co- 
workers. 

The liberation of a fifth acidic group, by the action of the enzj'me 
on ribonucleic acid as observed in the present investigation, may 
denote an opening of a cyclic structure, such as proposed by 
Takahashi, to form an open chain structure analogous to that pro- 
posed bj' Levene and Simms. The value of 5 equivalents per mole, 
taken together with the shape of the curve in the region of pH 6.0, 
indicates that the fifth acidic group is a secondarj’- phosphate. 
Owing to the weakness of the fourth acidic group, as well as to 
the presence of two aromatic hydroxjd groups in the molecule, the 
points of inflection of both curves are at appro.'dmatel}’’ the 
same pH. 

The possibility that the enz 3 'me maj’ have the role of a depoly- 
merase, as suggested bj’ Schmidt and Levene (3), is not definitelj’’ 
excluded. The extent to which ribonucleic acid may occur in a 
polj'merized state is not clear; in fact the experimental data 
heretofore published (11) do not indicate a high degree of pol}'- 
merization, if anj". 

In contrast to ribonucleic acid, it must be emphasized that there 
is ample evidence to show that desoxjTibonucIeic acid may exist 
in a highly poljTnerized state (12-14). 

The data of the present investigation may be e.xamined to 
ascertain their support in assigning the role of the enzyme to 
that of a depoljmerase. It is clear from the number of acid 
equivalents per mole that the phenomenon of polymerization 
must involve the loss of water between the secondary hydro.xyd 
of a phosphate group and any of the following reactive groups: 
(a) the hj'dro.xyl group of guanine, or of uracil; (6) the amino 
group of adenine, guanine, or cytosine; (c) the primary alco- 
holic group of position 5, or the secondary' alcoholic group of posi- 
tion 2 of the ribose; (d) the primary hj'dro.xyl group of another 
phosphate group. 

In the event of such polymerizations, the number of equivalents 
of acid per mole should approach 4 as the number of tetranucleo- 
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tides in the polymer increase. A depolymerase would catalyze 
the hydrolysis of the secondary phosphate linkages and effect 
the liberation of a fifth acidic group. 

In conclusion, it has been shown that the preparations of ribo- 
nucleic acid employed in this investigation have 4 equivalents of 
acid per mole in the regions of the dissociable phosphoric acid 
groups. These data are compatible with either (a) the cyclic 
structure proposed by Takahashi, or (b) the open chain structure 
proposed by Levene and Simms, provided a highly polymerized 
molecule is assumed wherein the secondary hydroxyl of a phos- 
phate group is involved in the polymerization. The action of 
ribonuclease effects the liberation of a fifth acidic group. This 
action may be regarded either as (a) an opening of the cyclic 
structure, or (6) depolymerization. At the present time, there is 
little direct evidence to support polymerization in ribonucleic 
acid. No information concerning the type of linkages that are 
hydrolyzed by the enzyme can be offered. Further work is in 
progress. 


SUMMARY 

1. The titration curves of eight different preparations of ribo- 
nucleic acid have been studied. 

2. In contradiction of Levene and Simms (7), and in agreement 
with Makino (8) and Gulland and coworkers (9), the number of 
equivalents of acid within the range of the dissociable phosphoric 
acid groups have been found to be 4 per mole. 

3. II^ confirmation of a recent report by Kunitz (4), the thermo- 
stable enzyme of the pancreas has been isolated in a crystalline 
state. 

4. The action of the enzyme upon ribonucleic acid has been 
studied by observing the increase in titratable acidity effected in 
solutions of the buffer pair, ribonucleic acid-sodium ribonucleate. 
The increase in equivalents of acid is found to approach 1 as a 
limiting value. Titration data place the liberated acidic group 
in the range of a secondary phosphoric acid dissociation. 

5. The bearing of these data on the open chain structural form- 
ula proposed by Levene and Simms (7), the cyclic structure pro- 
posed by Takahashi (10), and on the polymerization of tetra- 
nucleotides is discussed. 
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THE ACID STRENGTH OF BILE ACIDS 

By W. D. KUMLER and I. F. BL-ILVERSTADT* 

(From the College of Pharmacy, University of California, San Francisco) 

(Received for publication, September 9, 1940) 

A correct knowledge of the strength of the bile acids is im- 
portant for certain physicochemical investigations of these acids 
and also for a correct interpretation of their action in the utilization 
of fats, fat-soluble vitamins, and drugs. 

Of the previous work on the dissociation constants of some of 
these acids (1-5) that of Josephson is the most extensive. So- 
botka ((6) p. 141) states, “Josephson’s values deserve first 
consideration, should acid dissociation constants be required 
in the physicochemical investigation of other properties of pure 
bile acids.” 

Several considerations have led us to believe that a redetermina- 
tion of these values is desirable. Although Josephson has made 
elaborate corrections for ionic strength, his electrometric deter- 
minations were made on supersaturated colloidal solutions, which 
casts some doubt on the meaning of his constants. We would 
e.xpect the bile acids studied to have dissociation constants about 
equal to the higher saturated, aliphatic acids, with values in. the 
range of 1.0 to 1.4 X 10~®. These bile acids can be considered 
as derivatives of valeric acid with the sterol nucleus substituted 
in the y position. The unsubstituted sterol nucleus would be 
e.xpected to have an acid-weakening effect. The hydro.xyl and 
ketonic groups substituted on the sterol nucleus have an acid- 
strengthening effect but they are so far removed from the carboxyl 
group that it can be predicted that their effect would be small. 
The net result would be an acid of about the same strength as 
n-caproic acid. On the other hand, Josephson’s value for desoxy- 
cholic acid, Ka = 3.8 X 10“^ is only one-thirty-fifth as large as 
the Ka value (1.32 X 10"*) for n-caproic acid. 

* James M. Goewey Fellow in Pharmaceutical Chemistry, 1940-41. 
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766, Acid Strength of Bile Acids 

Since the only difference in structure between cholic and desoxy- 
cholic acids is a hydroxyl group in the 7 position, which is 8 carbon 
atoms removed from the carboxyl group, one would expect these 
acids to have almost identical Ka values. Josephson’s Ka value 
for cholic acid (64.6 X 10~^) is 17 times as great as his value 
(3.8 X 10“^) for desoxycholic acid. 

Lithocholic acid also would be expected to have a Ka value 
almost identical with desoxycholic and cholic acids. A current 
opinion, however, is that lithocholic acid is considerably weaker 
than the other bile acids and that this difference in acidity is the 
reason that lithocholic acid can be separated from the other acids 
by fractional precipitation with mineral acid ((6) pp. 78, 141, (7)). 
Our evidence indicates that this interpretation is incorrect and 
that the difference in acidity is entirely too small to account for 
the observed separation. It most probably comes about as a 
result of the marked difference in solubility between lithocholic 
and other bile acids. 


EXPERIMENTAL 

The measurements were carried out in 50 and 66.6 per cent by 
volume alcohol-water solutions which gave no evidence of any 
colloidal material when examined with the ultramicroscope. 

The pH of the solutions was determined with the glass .electrode 
in connection with the universal pH meter and simplified vacuum 
tube electrometer of Goyan, Barnes, and Hind (8). The appar- 
atus and primary standard were the same as those used by these 
authors. Temperatures were maintained at 25° ± 0.2°. 

The dissociation constants were calculated assuming the rela- 
tions 

(H+) 

pH = -log (H+) and Ka 

M- 

where M is the total concentration of undissociated acid and salt 
(9). The value of used for the 50 per cent alcohol was 1.5 
X 10“^®. A discussion of the significance of dissociation con- 
stants thus calculated has been given by Branch and coworkers 
(10, 11). An alcohol correction was made for the glass elec- 
trode (12). 


(Na+) + (H+) - 
(Na+) + (H+) - 
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J/a/cnak— Lithocholic acid, m.p. 1S7-18S°; [ajHei = +40.6°; 
equivalent weight 37S. 

Desoxycholic acid, m.p. 174-175°; equivalent weight 391. 

Apocholic acid, m.p. 172-173°; equivalent weight 392. 

Cholic acid, m.p. 197-198°; equivalent weight 407. 

Dehydrodesoxvcholic acid, m.p. 185-186°; equivalent weight 
387. 

Dehydrocholic acid, m.p. 234-235°; equivalent weight 399. 

n-Caproic acid, b.p. 96.4-96.6° at 8.5 mm.; equivalent Tveight 
116.5. 

Phenylacetic acid, m.p. 76-77°; equivalent weight 136.3. 

Cinnamic acid, m.p. 133-134°; equivalent weight 148.0. 

Benzoic acid, m.p. 121.5-122°; equivalent weight 121.8. 

Results 

The dissociation constants given in Tables I and II are directly 
comparable with those measured in the same solvent by other 
investigators using the same method (10). The variation of the 
plia values for the different per cent neutralization gives an 
estimate of their accuracy. 

The difference between the strongest and the weakest of these 
six bile acids is only 0.09 pIC, unit and the strongest bile acid is 
only 0.02 pICo unit weaker than n-caproic acid. Hence our pre- 
diction that these bile acids should have very nearlj’^ the same acid 
strength and that their strengths should be close to that of n- 
caproic acid is e.xperimentally verified. 

There is also a precise agreement between the e.xperimentally 
determined strengths of these bile acids and their relative strengths 
as predicted from the known acid-strengthening character of the 
groups on the sterol nucleus. Thus ketone groups are more 
acid-strengthening than hydroxyl groups and hydroxyl groups are 
more acid-strengthening than double bonds; hence we would ex- 
pect the following order of acid strength vdth respect to the groups 
substituted on the sterol nucleus: 3 ketone > 2 ketone > 3 
hydro.xyl > 2 hydroxyl, 1 double bond > 2 hydroxyl > 1 hy- 
droxyl. This is precisely the order found; yfz.,* dehydrocholic > 
dehydrodesoxycholic > cholic > apocholic > desoxycholic > 
lithocholic. 

Dissociation constants are smaller in alcohol-water than in pure 
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Table I 


Dissociation Constants of Soine Bile Acids and Caproic Acid in SO Per Cent 
by Volume Alcohol-Water Solutions 


Acid 

! 

Amount 
neutralized 
with NnOH 

pH 

pKo 

Ka, X I0-' 


if 

per cent 




Desoxycholic 

0.01129 

40 

6.03 

6.20] 



0.01075 

50 

6.20 

6.20[ 

6.33 


0.01133 

60 

6.37 

6.19] 


Apocholic 

0.01043 

40 

6.00 

6.17] 



0.00827 

50 

6.20 

6.20[ 

6.40 


0.00755 

60 

6.39 

6.2lj 


Cholic 

0.00468 

40 

5.99 

6.17] 



0.00448 

50 

6.19 

6.19[ 

6.61 


0.00531 

60 

6.36 

6.18] 


Dehydrodes- 

0.01002 

40 

5.96 

6.14] 


oxycholic 

0.00982 

50 

6.15 

6.15[ 

7.19 


0.01014 

60 

1 6.32 

6.14] 


Dehydrocholic 

0.00905 

40 

5.96 

6.14] 



0.00903 

50 

6.14 

6.14[ 

7.30 


0.00958 

60 

6.31 

6 . 13 ] 


Caproic 

0.01266 

40 

5.92 

6 . 10 ] 



0.01171 

50 

6.12 

6.12[ 

7.79 


0.01272 

60 

6.28 

6 . 11 ] 

i 


Table II 

Dissociation Constants of Lithocholic and Desoxycholic Acids in 66.6 Per Cent 
by Volume Alcohol-Water Solutions 


Acid 


Amount 
neutralized 
with NaOH 

pH 

pKa 

Ka, X ir’ 


it 

per cent 




Lithocholic 

0.00737 

40 

6.53 

6.71] 



0.00781 

50 

6.73 

6.73[ 

1.86 


0.00627 

60 

6.93 

6 . 75 ] 


Desoxycholic 

0.00753 

40 

6.50 

6.68] 



0.00778 

50 

6.71 

6.7l[ 

1.95 


0.00694 

60 

6.91 

6 . 73 ] 



water. The difference, however, is not constant for different 
acids; hence an exact calculation of Ka values in one solvent can- 
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not be made from those in another solvent. We can make an 
appro-vimate calculation and whether we take an average of the 
ratios in Table III, 17.4:1, or whether we use the ratio for n- 
caproic acid, 17.0: 1, makes little difference. The ratio 17.0:1 was 
used in calculating the values in Table IV. 

The Ka of phenylacetic acid in water has been measiured to get a 
direct comparison between constants determined by the apparatus 
and method we have used and the true thermodynamic constants. 


T.ible III 

Ratio of Ko, Values iyi ll'ater to Ka Values in 50 Per Cent Alcohol-Water 


Acid 

iCa^atcr 

(13). xia*» 

Ka 30 per cent 
aloohol-water 

Ka water 

Ka 30 per cent alcohol- water 

n-Caproio 

1.32 

7.70 X 10-' 

17.0 

Phenylacetic 

4.SS 

3.16 X 10-‘ 

15.4 

Cinnamic 

3.65 

2.57 X 10-» 

14.4 

Benzoic 

6.27 

2.75 X 10-» 

22. S 


T.vblb IV 

Calculated Approximate Ka Values of Bile Acids in Water from Ka Values in 
Alcohol-Water Solutions 


Acid 

Group3 substituted 
on sterol nucleus 

\ Ka, calculated. | 
X10-* 

Ka, Jbsephson's 
values 

Lithocholic 

1 hydroxyl 

1.02 


Deso.xycholic , 

2 " 

1.08 

3.S X 10"' 

Apocholio 

2 “ 

1 double bond 

1.09 


Cholic 

3 hydroxyl 

1.12 

6.46 X 10-» 

Dehydrodeao.vycholic 

2 ketone 

1.22 


Dehydrocholic 

3 “ 

1.24 


Caproic 


1.32 

1 

1 


We obtain a value of 5.15 X 10"® in comparison with Dippy’s 
thermodynamic value of 4.88 X 10"® (13). 

We wish to thank Dr. H. L. Mason of The Mayo Foundation 
for supplying us with the lithocholic acid. We are indebted to 
Dean C. L. A. Schmidt for supplying the other bile acids and to 
Dr. Frank Goyan for his able counsel and assistance. 
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STJMMABY ' 

From theoretical considerations it is predicted that lithocholic, 
desoxycholic, apocholic, cholic, dehydrodesoxycholic, and dehy- 
drocholic acids should have almost identical dissociation constants 
of about the same value as for w-caproic acid. Some of the ac- 
cepted values in the literature appear to be in error, as they vary 
greatly and are much smaller than the value for n-caproic acid. 
The dissociation constants of these acids have been measured in 
alcohol-water solutions and the approximate values for these 
constants in water have been calculated. 

The experimentally observed dissociation constants of these 
bile acids, both in regard to magnitude and relative strengths, 
are completely in accord with the predictions made on a basis of 
the acid-strengthening and acid-weakening groups present in 
the acids. 
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THE PROSTHETIC GROUP OF SULFHEMOGLOBIN 
By FELIX HAUROWITZ* 

(From the Institute of Biological and Medical Chemistry, Unicersity of 
Istanbul, Istanbul, Turkey) 

(Received for publication, September 23, 19-10) 

Treatment of hemoglobin with H;S and O 2 giv'es rise to the for- 
mation of a green pigment, sulfhemoglobin. In contradistinction 
to the transformation of licmoglobin into HbO", HbCO, !Meth-Hb, 
and other hemoglobin derivatives the transformation into sulf- 
hemoglobin is not reversible. The nature of this reaction is as 
yet unknown (1). .-Ui attempt was made therefore to isolate the 
prosthetic group of sulfhemoglobin and to clear up its constitution. 

Difficulties arose first of all in preparing pure sulfhemoglobin. 
The typical absorption band in the red region of the spectrum 
after having reached a certain intensity showed a gradual de- 
crease of its e.\tinction during prolonged treatment nith H^S and 
O 2 (Fig. 1). Probably the nascent sulfhemoglobin is autocatalyti- 
cally destroyed later on by traces of H 2 O 2 , the formation of which 
from H 2 S and O 2 has been proved (2, 3). 

Contrary to hemoglobin and oxyhemoglobin, sulfhemoglobin is not 
split into a hemin and globin by the action of dilute acids. Neither 
boiling acetic acid and NaCl (Schalfejef) nor oxalic acid and 
acetone (4) cause the formation of hemin. We treated sulf- 
hemoglobin therefore with pepsin and HCl, a method used first bj’ 
von Zeynek (5) for the splitting of Hb. By repeated digestion 
with pepsin the bulk of the protein compound was split off. But 
contraiy to the results with oxyhemoglobin 5 to 10 per cent of the 
globin adhered to the pigment. Instead of pure hemin (6) a brown 
hemin-protein compound was obtained. It will be designated in 

* The e.xperimenta described herein were performed up to April, 1939, 
in the iledical-Chemical Institute of the German University in Prague 
and were continued later in the Institute for Biological and Aledical Chem- 
istry of the University of Istanbul. 
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the following as sulfheminproteose, in analogy to heminproteoses 
produced by the action of trypsin on hemoglobin (6). A similar 
sulfheminproteose was obtained by digestion of sulfhemoglobin 
with papain. 



Fig. 1. Absorption curves of hemoglobin-sulfhemoglobin mixtures. 
Curve I = 10 hours treatment, Curve II = 20 hours treatment with SHj 
and O 2 . 



Fig. 2. Absorption curves of hemin (Curves 1, 3, 5) and of sulfhemin- 
proteose (Curves 2, 4, 6) in 1 per cent NaOH (Curves 1 and 2), after addition 
of NaCN (Curves 3 and 4) and after reduction with Na 2 S 204 (Curves 
6 and 6). 

Sulfhemoglobin contains 0.32 to 0.35 per cent of Fe, as does pure 
hemoglobin. This iron is not split off by treatment with pepsin- 
HCl. Its linkage to the pigment is just as strong as in hemin. 
The absorption spectrum of the sulfheminproteose is a typical 
hemin spectrum and resembles closely the spectrum of protohemin, 
both with regard to the position of the absorption bands and to 
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their intensity (Fig. 2). Just like hemin, the sulfheminproteose is 
converted into a bright red cyanide derivative by NaCN and 
into a t%-pical ferro compound (heraochromogen) by Na-SjO^. 
The sulflieminproteose contains 2 to 3 per cent of iron and 5 to 10 
per cent of sulfur, corresponding approximately to 7 S atoms for 
each Fe atom. The bulk of thb sulfur is adsorbed colloidal sulfur, 
which can be removed to some extent by dissolving the proteose in 
NaOH and reprecipitating with acetic acid, and to a greater 
extent b}* extraction with hot benzene. 

From diffusion experiments with alkaline solutions of a suK- 
hemiproteose containing 3 per cent of Fe a molecular weight of at 
least 19,000 results for sulfheminproteose. This corresponds to 
about 10 hemin molecules per molecule of sulfheminproteose. 
Apparentlj" the sulfheminproteose just as hemin (7) is associated 
in its alkaline solutions. 

Sulfhenrinproteose is insoluble in a saturated solution of HBr 
in glacial acetic acid and does not lose its iron, even after pro- 
longed treatment with this reagent. The cleavage of sulfhemin- 
proteosc was achieved by the action of concentrated HCl at 100°. 
Under these conditions the iron is spht off, the protein component 
is hydrolyzed, and the bulk of the pigment is obtained as an 
insoluble precipitate which can be dissolved in dilute NaOH or in 
concentrated sulfuric acid. The absorption maxima of these 
solutions are as follows: 

629 in;i, 576 mp, 545 mp, 509 in n NaOH 

603 “ (593 “ ), 556 “ in concentrated H.SO< 

These are typical porphjTin absorption bands. But contrary 
to the beha\'ior of most prophyrins the precipitated porphyrin is 
insoluble in dilute HCl and in organic solvents. Its elementary 
analj'sis corresponds to the formula C3iH35Ni08S2, differing from 
protoporph3'rin, C3iH3iNi04, by an excess of 2 S and 4 0 atoms 
(perhaps 2 H atoms). Oxidative destruction of the porphyrin 
with HNO3 (8) produces neither methylsulfonic acid nor other 
alcohol-soluble S compounds. No S-containing ether-soluble 
substances were obtained after oxidation of the porphyrin with 
chromic acid (9) nor after reductive cleavage with tin and HCL 
We conclude from these experiments that no sulfur-containing 
pyrroles have been formed in these reactions. The sulfur is not 
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removed from sulfheminproteose after heating with resorcinol to 
190° (Schumm (10)), but the absorption spectrum is shifted after 
this treatment 5 mju towards the blue region. This corresponds 
perfectly "with the analogous reaction of protohemin, whose ab- 
sorption spectrum is shifted in the same direction after fusion with 
resorcinol, owing to a loss of the vinyl groups (Schumm). Ap- 
parently the S atoms of the insoluble porphyrin are not linked to 
its vinyl side chains. 

Sulfoporphyrins with SO 3 H groups have been described by 
Treibs (11). But no such groups could be detected in our por- 
phyrin. Titration of the porphyrin with NaOH indicated the 
presence of only two acid groups, apparently the COOH groups of 
protoporphyrin. Methylation gave rise to two methoxy groups, 
most probably corresponding to a methylation of the two car- 
boxyls. 

We conclude from the failure to obtaU sulfur-containing pyrrole 
derivatives, and from the result of the pyro reaction with re- 
sorcinol, that the S atoms are linked to the methene C atoms of 
the porphyrin, probably in the following way. 


CHj 


CH=GH2 


\ /-CH- 

N 


CH3 CH==CH, 


SOjH 

N 


CH, CH=CH 


SO2 

/ 


I I P 

N 


It must be emphasized tliat the above reaction of the vinyl 
groups has nothing to do with the appearance of the typical 
absorption bands of sulfhemoglobin, since a similar spectrum is 
obtained by the action of HoS and o.xygen on mesohemoglobin, in 
which the vinyl groups are replaced by ethyl groups. 

The green color of sulfhemoglobin has led some authors to the 
opinion that sulfhemoglobin is related to the green bilirubinoid 
pigments (12, 13) with an open porphin ring. But contrary to 
the different green pigments described by Warburg (14), Edl- 
bacher (15), Lemberg (16), and Barkan (17) and their coworkers 
sulfhemoglobin and sulfheminproteose do not lose their iron after 
treatment with dilute HCl. Since sulfhemoglobin is different 
from the green pigments mentioned above, the question arises 
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whether the typical absorption spectrum of blood ohserved after 
treatment with phenacetiii or with aniline derivatives is correlated 
to sulfhcmoglobin or to one of the green pigments with labile iron. 

With regard to the iron linkage only one of the green pigments 
resembles sulfhcmoglobin; vi:., the green pigment produced by 
the action of KCN and H-Oj on Hb (Davds (IS), Barkan and 
Schales (12)). Its iron is not split off by dilute HCl. It differs 
from sulfhcmoglobin by its absorption band in the red region, 
wliich does not appear before addition of a reducing agent (12). 
In contradistinction to our statement Barkan and Schales (19) 
have found an increase of labile iron after treatment of Hb with a 
great e.xcess of H;S and Oj. Their results are confirmed below, 
but no significant increase of labile iron was found in preparing 
sulfliemoglobin from Hb according to our own method and during 
digestion with pepsin-HCl. We conclude therefore that the 
formation of labile iron has nothing to do with the formation of 
sulfliemoglobin and that it must be attributed to the secondary 
destruction of sulfhcmoglobin by H 2 O 2 . 

Sulfhcmoglobin can be prepared from Hb under very mild 
conditions; i.c., in cold neutral solution. The typical absorption 
spectrum of sulfhcmoglobin appears almost instantaneously. 
Hence profound chemical reactions of the porphyrin nucleus can 
be excluded as a first cause of the altered spectrum. jMichel (20) 
has proved recently in solutions of Hb 02 partially converted to 
sulfhcmoglobin that the latter contains only 1 atom of extra 
sulfur per iron atom. Most likelj’’ the typical absorption spectrum 
of sulfhcmoglobin develops as soon as one of the methene groups 
is substituted by a sulfur-containing group. The alteration of the 
spectrum may be due to a coordinating bond between iron and 
the S-containing group. 


EXPERIMENTAL 

Preparation of Sulfhcmoglobin — Crj'stalline Hb02 was prepared 
from horse blood corpuscles with the aid of toluene (21) or alcohol 
(22). A 20 per cent solution of crystalline Hb was perfused alter- 
nately with H 2 S and O 2 or was slightl}'’ shaken in a mixture of both 
gases (H:S:02 = 2:1). The progress of the reaction was con- 
trolled spectroscopically (1) . After 10 hours the spectrum showed 
no further appreciable alteration. Now the precipitated sulfur 
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and denatured protein were filtered off and the absorption curve 
of the clear dark green solution Sulfhemoglobin I was deter- 
mined (Fig. 1, Curve I). For that purpose 1 ml. of the solution 
was diluted with 99 ml. of 0.1 per cent sodium carbonate, reduced 
by a trace of Na2S204, and measured in a Hiifner spectrophotom- 
eter. A part of Sulfhemoglobin I was treated again for 10 hours 
with the gas mixture (Sulfhemoglobin II) and the absorption 
measurement repeated (Fig. 1, Curve II). The protein concen- 
tration had fallen within these 10 hours from 17.5 to 15.5 per cent. 
The curves of Fig. 1 indicate the extinction coefficients of a 0.1 
per cent protein solution. 

Iron Determination — Iron was determined by the method of 
Kennedy (23). 1 ml. of 19.3 per cent SHb = 0.65 mg. of Fe = 
0.35 per cent Fe. In 5 ml. of the same solution 0.022 mg. of labile 
iron was found by Barkan’s (24) method, or less than 1 per cent 
of the total iron. Other preparations of sulfhemoglobin contained 
0.32 to 0.35 per cent of Fe and 1 to 5 per cent of the total iron in 
the labile form. 

Action of Acids on Sulfhemoglobin — The dark green solution of 
Sulfhemoglobin I was heated in the usual way with glacial acetic 
acid and NaCl. No hemin crystals were formed. The solution 
of sulfhemoglobin (20 per cent) gave a dark green precipitate after 
addition of acetone, but no pigment was extracted from this pre- 
cipitate by a 4 per cent solution of oxalic acid in acetone. A solu- 
tion of Hb 02 prepared from the same blood after addition of 
acetone gave a brown precipitate, the pigment of which was 
extracted almost quantitatively by the treatment with oxalic acid 
solution. 

Treatment of SHb with Pepsin-HCl — 480 ml. of a 10 per cent 
solution of Sulfhemoglobin I were adjusted to pH 1 to 2 by addi- 
tion of HCl. 0.5 gm. of pepsin was added and the mixture kept 
at 38° for 2 days. The pigment was then precipitated, almost 
quantitatively, by neutralizing the free HCl with sodium acetate, 
with Congo paper as indicator. The precipitate was filtered off, 
washed with 0.1 per cent acetic acid, and treated again with pepsin 
and HCl. This was repeated two or three times until a negative 
biuret test was obtained in the clear filtrate. Now the sulf- 
heminproteose was dissolved in warm 1 per cent NaOH, precipi- 
tated again wth acetic acid, washed with water, dried at reduced 
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pressure, and extracted with boiling benzene in a Soxhlet appa- 
ratus. 6.036 gm. of a dark brorni powder were obtained. It 
contained 2.2 per cent Fe, that is a total of 133 mg. of Fe, whereas 
the collected clear and slightly brownish filtrates of the repeated 
precipitations contained altogether 11.9 mg. of iron. 

Aclioii of Papain on SHb — 500 ml. of 10 per cent sulfhemoglobin 
solution were kept at 38° with 50 ml. of 0.1 M phosphate buffer 
solution, pH 6.3, 1 ml. of toluene, and 0.25 gm. of papain. As for 
the rest, the treatment resembled the procedure with pepsin. 
After repeated action of papain 4.6 gm. of sulfheminproteose were 
isolated, containing 3.7 per cent of Fe and 8.8 per cent of S. 
Determinations of sulfur were performed according to Waelsch 
and Klepetar (25). 

Properties of Sulfheminproteose — For spectrophotometric meas- 
urement a 0.0002 X solution of sulfheminproteose in 1 per cent 
NaOH was prepared from suKheminproteose containing 2.4 per 
cent of Fe (100 ml. of this solution contained 1.12 mg. of iron). 
An equimolecular solution of pure protohemin in NaOH was pre- 
pared. Both solutions were measured in a Hiifner spectropho- 
tometer (a) directly, (6) after addition of an equal voliune of 10 
per cent NaCN, and (c) after further addition of 30 mg. of NaiSiO* 
to 10 ml. of solution (6). Because of the slow reaction of sulf- 
heminproteose with cyanide and hyposulfite in the cold, all solu- 
tions were kept 20 minutes in a boiling water bath. The result of 
the experiment is shown in Fig, 2. 

200 mg. of sulfheminproteose were kept 15 minutes at 190° 
with 20 gm. of resorcinol. Then the resorcinol was dissolved in 
water and the pigment precipitated by addition of acetic acid and 
solid NaCl and reprecipitated. from alkaline solution with acetic 
acid. The sulfur content decreased after fusion with resorcinol 
from 7.0 to 2.55 per cent, whereas the Fe content remained un- 
changed at 2,9 per cent. The maximum of the first hemochromo- 
gen band, after treatment wnth Na»S»Oi in 0.01 x NaOH and addi- 
tion of 5 per cent pyridine, w’as determined spectroscopically as 
follows: 

Sulfheminproteose ... 552-553 iumJ after fusion with resor- 
cinol rn;i 

Protohemin 559 m^i; after fusion with resorcinol.. 547 “ 
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In eight different preparations of sulfheminproteose 2 to 4 per 
cent of iron and 7 to 10 per cent of sulfur were found. Most 
probably the percentage of iron depends on the integrity of the 
sulfhemoglobin, from which the sulfheminproteose has been 
prepared, and on its destruction by H 2 O 2 . 

1.5 gm. of sulfheminproteose were dissolved in 150 ml. of 1 
per cent NaOH and placed in the diffusion apparatus. No. 36b 
MG4 of Schott (Jena). The diffusion of the pigment in 1 per cent 
NaOH was measured colorimetrically. In the course of 7 days 
3.85 per cent of the total pigment had passed the sintered glass 
membrane, corresponding to 0.55 per cent in 24 hours. The same 
experiment with 10 per cent sucrose solution brought about the 
diffusion of 4.1 per cent of the total sugar in 24 hours. Its con- 
centration was determined by refractometry. 

Preparation of a Porphyrin from Sulfhemoglobin — 2.0 gm. of 
sulfheminproteose in a flask with a reflux condenser were digested 
with 100 ml. of 25 per cent HCl in the boiling water bath. After 
8 hours the clear, slightly olive-colored solution was decanted 
from the insoluble pigment and replaced by fresh HCl. This was 
repeated once or twice until no ferric ions were detectable in the 
liquid. During the hydrolysis a considerable sublimate of crys- 
talUne sulfur accumulated in the reflux condenser. The insoluble 
brown pigment was centrifuged off and dissolved in warm diluted 
NaOH. It was precipitated then by acetic acid and washed ^Adth 
water, alcohol, ether, and hot benzene. Finally 0.609 gm. of dry 
pigment was obtained. Analysis of two different preparations 
gave the followng results. 



C 

H 

N 

s 

Cl 

0 (calculated) 

Porphyrin I. 

60.0 

5.27 

8.02 

8.09 

1.03 

17.3 

“ II. 

60.4 

5.18 

7.54 

7.65 

0 

16.8 


Cal- 






culated 

59.1 

5.20 

8.09 

9.24 

0 

18.5 


Nitrogen was determined by the Dumas method. Kjeldahl 
nitrogen determinations gave low values, which could be prevented 
by addition of potassium persulfate. The collected hydrolysis 
liquids, after centrifugation of the pigment, contained appre- 
ciable amounts of hydrogen sulfide, but neither sulfate nor sulfite. 

A solution of 0.797 gm. of the porphyrin in 13.8 ml. of 0.25 N 
NaOH required 7.5 ml. of 0.1 N HCl for neutraUzation with 
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phenolphthalein as indicator. This corresponds to 2.35 equiva- 
lents of NaOH for each -1 N atoms (= one porphin ring). 0.1 gm. 
of the porphyrin was suspended in drj" methanol, saturated with 
HCl gas, and evaporated at reduced pressure. In 31.1 mg. of 
the dry residue (15 mm., 100°) 0-methyl was determined in the 
micro apparatus of Prcgl. Titration of the methyl iodide accord- 
ing to Kirpal and Biihn (26) required S.28 ml. of 0.01 x silver 
nitrate, corresponding to 1.9 methyl groups for each 4 N atoms. 
The methylated porphyrin was insoluble in pure methanol, but 
soluble after addition of a drop of concentrated HCl. Apparently 
the methylated product still contains basic groups, most probably 
the basic pyrrole nitrogen atoms of the original porphin ring. 

Comparison of Sulfhcmoglobin with Other Green Hb Derivatives — 
The green pigment of Edlbacher and von Segesser (15) was pre- 
pared according to these authors from horse blood corpuscles by 
treatment with ascorbic acid and oxj’gen. The green amyl alco- 
holic solution of the pigment lost its iron after shaking with x 
HCl. The amyl alcohol was evaporated at room temperature 
at reduced pressure over solid KOH and the green residue was 
dissolved in ether and drawn, for chromatography, through a 
column of pure talcum. Colorless substances (lipids) were 
e.xtracted from the column by chloroform, whereas the green pig- 
ment was developed by ethyl alcohol. It was practically free of 
iron (1.0 mg. = 0.001 mg. of Fe). 

Twice recrj’stallized hemoglobin from horse blood was trans- 
formed into a green pigment by treatment with KCN and H 2 O 2 
according to Barkan and Schales (12). The solution was neu- 
tralized by addition of oxalic acid and precipitated by addition 
of tnice its volume of acetone. The precipitate was washed with 
acetone and then treated with a solution of 4 per cent o.xalic acid 
in agetone. No pigment passed into the acid solution from the 
precipitate. 

Mesosulf hemoglobin — ^Mesoporphyrin was transformed into 
mesohemin by the usual treatment with ferric chloride and sodium 
acetate in glacial acetic acid. Globin was prepared from ox blood 
according to Laporta (27). Slightly alkaline solutions of meso- 
hemin and globin were coupled according to the procedure of Hill 
and Holden (28) and the solutions of mesohemoglobin then per- 
fused with a mixture of H 2 S and O^- The spectrum of the alkal i n e 
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mesomethemoglobin with its two bands in the green region was 
replaced by the spectrum of mesosulfhemoglobin, with a charac- 
teristic sharp band in the red region at 617 mii. The analogous 
band of sulfhemoglobin is situated at 626 ran. But it is well 
known that all spectra of meso derivatives show a typical shift to 
the short wave region in comparison \vith proto derivatives. 

SUMMARY 

1. Sulfhemoglobin is formed by the action of HzS and O 2 on 
hemoglobin. Prolonged action of the gas mixture destroys a 
part of the newly formed sulfhemoglobin, apparently by inter- 
mediary formation of H 2 O 2 . 

2. Contrary to hemoglobin and its derivatives, sulfhemoglobin 
is not spht into hemin and globin by dilute acids. Digestion 
with pepsin furnishes sulfheminproteose, i.e. a hemin, to which a 
part of the protein is firmly bound. In contradistinction to other 
green pigments (verdohemochromogens) sulfhemoglobin and 
sulfheminproteose lose no iron after treatment with dilute HCl. 

3. Sulfhemoglobin contains 2 to 4 per cent sulfur, sulfhemin- 
proteose 7 to 10 per cent sulfur. The bulk of this sulfur is ad- 
sorbed colloidal sulfur. 

4. Hydrolysis of sulfheminproteose with boding concentrated 
HCl furnishes an iron-free porphyrin, which differs from proto- 
porphyrin by an excess of 2 S and 4 0 atoms. Most probably it 
contains two SO 2 bridges between the porphin nucleus and its side 
chains. 
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LETTERS TO THE EDITORS 


ACETALDEHYDE IN MAMMALIAN RED BLOOD CELLS 
Sirs: 

Acetaldehyde has been, found in whole blood of cats, do;'-, 
rabbits, and humans, in amounts of 2 to 10 mg. per cent. At 
least 90 per cent of the acetaldchj'de is present in the red ceib, 
but is bound in some manner, since it is not found in the filtrate.s 
from the -usual protein precipitants (trichloroacetic acid, tungstic 
acid, zinc hydroxide). The only' reagents thus far encountered 
which liberate the aldehyde are alcohol and the copper sulfate- 
calcium hydroxide reagent of Van Slyke and Salkowski. When 
either of these procedures was used on whole blood or red cells, 
the filtrate was found to contain a volatile substance identified as 
acetaldehyde by means of the characteristics of its reaction with 
p-hydro.xydiphenyl in concentrated sulfuric acid to form a 
violet color. A series of determinations of volatile bisulfite- 
binding values, calculated in terms of acetaldehyde, exactly 
corresponded to the colorimetric values. 

Advantage was taken of the volatility of the material to con- 
centrate it by aeration. The final filtrate had a strong odor of 
acetaldehyde. The identity of this substance was confirmed by 
the preparation of the 2,-1-dinitropbenylhydrazone, m.p. 146°, 
and the dimedon derivative, m.p. 139°. 

The amount of acetaldehyde liberated from the red cells in 
whole blood is about 10 times that previously' reported in blood.^ 
The significance of the presence of the aldehy'de is wholly’ unknown, 
since it does not seem to be related to changes in blood sugar, 
lactate, or pyruvate. The amount in freshly' shed blood remains 
stable for several day's if stored cold. lodoacetic acid and fluoride 
added as the blood is drawn have no effect on the amount of 

' Gee, A. H., and Chaikoff, I. L.,J. Biol. Chan., 70, 151 (1926). 
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aldehyde present. Even in the presence of preservatives, the 
acetaldehyde value falls after prolonged storage. 

New York Hospital and the Department of Medicine S. B. Barker 

Cornell University Medical College 
New York City 


Received for publication, January 7, 1941 



THE PRODUCTS FORMED BY THE ACTION OF OXYGEN 
ON COLLOIDAL SOLUTIONS OF CHOLESTEROL* 


Sirs: 


In a recent publication on the isolation of 703)-hydroxj'choles- 
terol from the serum of pregnant mares^ we discussed the possi- 
bility, remote as it seemed to us then, that this diol may have 
arisen from cholesterol by air oxidation during the isolation 
process. The literature abounds with reports that products de- 
monstrable, as the isolated compound is, bj' the Rosenheim and 
Lifschutz color reactions are formed from cholesterol under the 
influence of o.xygen and heat, but the nature of these substances, 
generally known as “o.xycholesterols,” has never been established. 
We have now conducted e.xperiments in which colloidal solutions 
of cholesterol stabilized with sodium stearate were aerated for 
several hours with molecular oxygen at 85°. 

We were able to identify two of the products thus formed. One 
of them is 7(a)-hydrox}'chofesterol (dibenzoate m.p. 174°; [ajn — 
+94.3° (chloroform)). This de.\trorotatory isomer has been 
isolated from o.x liver by Haslewood,- and more recently from 
hog liver by ^lacPhillamy.’ Lately we have also encountered 
it in pregnant mare’s serum.'* Our present finding obviously 
renders it doubtful whether the compound really originated in the 
tissues mentioned. It remains to be seen whether this will also 
be found to be true of the levorotatory /3 epimer. The fact that 
the autoxidized material contains strongly chromogenic fractions 
with highly negative rotation points suspiciously to the same 
contingency. 

The yield of chromogenic products, based on colorimetric deter- 


* This work was carried out with the aid of a grant from the John and 

Mary R. Mar kle Foundation. oat 

* Wintersteiner, O., and Ritzmann, J. R., •/. fifof. CAeni., 136, 6 ( )■ 

•Haslewood, G. A. D., Biochcm. J 33, 709 (1939). 

* MacPhillamy, H. B., J. Am. Chem. Soc., 62, 3518 (1940). 

* Wintersteiner, O., and Ritzmann, J. R., unpublished. 
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minations with pure 7(/3)-hj^droxycholesterol as standard, was 
consistently 25 to 30 per cent and could not be increased by 
further aeration. This is due to the simultaneous formation, as 
the main product of the reaction, of a ketone which was identified 
as 7-ketochoksteroI (m.p. 172°; [a\^ — —104° (chloroform); e = 
12,500 at 238 mja, in alcohol). The spectroscopic assay of the 
crude reaction products indicated that 40 to 45 per cent of the 
cholesterol is transformed into the 7-ketone, and this is borne out 
by the good yields actually obtained. The absorption spectra 
also give evidence of the presence of a ketone not precipitable by 
digitonin and absorbing light around 280 mjn, probably 7-keto- 
cholesterilene. Furthermore, we are investigating the possibility 
that small amounts of 7-dehydrocholesterol may be present in the 
non-ketonic fraction, which shows slight selective absorption in 
the same region. 

These results demonstrate that position 7 in the cholesterol 
molecule is extremely susceptible to attack by molecular oxygen. 
The ease wth which the autoxidation in colloidal aqueous solution 
takes place suggests that this reaction may be one of the pathways 
by which cholesterol is degraded in the organism or is converted 
to provitamin Dj. With this possibility in mind we hesitate to 
commit ourselves at present definitely as to whether the isolated 
7-hydroxychoIesterols should be considered as artifacts or as sub- 
stances of true biological oi’igin. In any event, the in viiro 
autoxidation of. cholesterol offers promise as a convenient means 
for the preparation of 7-dehydrocholesterol by way of the hydroxy- 
cholesterols. 

Studies on the mechanism of the I’eaction and on the infl,uence 
of various physical and chemical factors are in progress. 

DeparUnent of Biochemistry O. Wintersteinek 

College of Physicians and Surgeons Svne BERGSTROwt 

Columbia U7uversity 

New York 
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THE NATURE OF THE STIMULATION OF YEAST RESPI- 
RATION BY CHLOROFORM-PRESERVED CYTOCHROME C 

EXTRACTS 


Sirs: 

While investigating the possibility of making cj'tochrome 
oxidase determinations of intact yeast cells, we found that a 
particular sample of cytochrome c* when added to washed culture 
yeast suspended in phosphate buffer medium (pH 7.2) brought 
about a remarkable increase in the rate of oxygen consumption. 
Chloroform had been used in preserving this solution of cyto- 
chrome c. Other lots of cytochrome c gave no increase in respira- 
tion when added to the washed yeast cells. These lots had not 
been treated with chloroform. 

The addition of small amounts of chloroform-treated cytochrome 
c raised the rate of oxygen consumption bj’’ about 50 per cent for 
a short period only, after which it approached the value of the 
control. Washing the chloroform before it was added to the 
cjtochrome c solution removed the oxidizable substance, indicat- 
ing that a water-soluble impurity was present in the chloroform 
which acted as a substrate for the y^east. This impurity was the 
small amount of alcohol added by the manufacturer as a 
preser\’ative. 

The sensitivity of y^east respiration to the small amount of 
alcohol contained in the chloroform used to preserve cytochrome c 
solutions is illustrated by the following data. Shaking 0.5 ml. of 
chloroform with 15 ml. of buffer solution and then adding O.-l ml. 
of the supernatant solution to a suspension of ymast cells respiring 
in Warburg vessels at 25° increased the Qo^ from 9.9 to 14.4 c.mm. 
When 2.0 instead of 0.5 ml. of chloroform were used in the above 
procedure, the increase was from 9.9 to 28.5 c.mm., and the higher 

' All samples of cytochrome c were kindly furnished by Dr. Elmer Stotz 
of the Harvard Medical School and the McLean Hospital, Waverly, 

Massachusetts. 
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rate continued much longer. The calculated amounts of alcohol 
added to the yeast in these experiments, the manufacturer’s 
figure- (0.7 per cent) being taken for the alcohol present in the 
chloroform, were 0.093 and 0.373 mg. When, in similar experi- 
ments, these amounts of pure alcohol were added to yeast cells, 
corresponding increases in respiration were obtained. 

The stimulation of tissue respiration by the traces of alcohol in 
the chloroform-preserved cytochrome c extracts was also studied. 
Thus, the use of the chloroform-treated cytochrome c in the 
Stotz^ cytochrome oxidase procedure resulted in an error of 8 per 
cent when rat heart and liver tissues were assayed. The calcu- 
lated amount of alcohol present was 0.2 mg. per 100 mg. of tissue 
(wet weight). This amount of alcohol stimulated the oxygen 
consumption of rat liver slices and mash as much as 25 per cent. 

Obviously, then, chlorofornn is not to be recommended as a 
preservative for solutions employed in manometric methods. 

Biological Laboratories W. R. Carroll 

Harvard University T. J. B. Stier 

Cambridge 

Received for publication, January 10, 1941 


- Private communication from Dr. G. W. Lewis of the Laboratory 
Chemical Department, Merck and Company, Inc., Rahway, New Jersey. 
3 Stotz, E., J. Biol. Chem., 131, 555 (1939). 



AN ACTIVATOR OF THE HEXOKINASE SYSTEM 

Sirs: 

Hexokinase, the yeast factor which activates the fermentation 
of glucose or fructose in muscle extracts/ is an enzyme which is 
supposed to catalyze the following reaction:- adenyl pyrophosphate 
+ 2 hexose —* adenylic acid -f- 2 hexose-6-phosphate. 

Hexokinase prepared from bakers’ yeast by the method of 
Meyerhof/ was precipitated with saturated ammonium sulfate 
and the precipitate dried. The resulting powder when kept at 
low temperature retains its activity for at least 2 months. A 
purification of the he.\okinase can be obtained by precipitation 
Avith ammonium sulfate between 50 and 65 per cent saturation. 

In the presence of (1) he.xokinase (crude as well as fractionated), 
(2) adenosine triphosphate, (3,a) glucose or (3,b) fructose, and (4) 
magnesium ions the following reaction takes place: adenosine 
triphosphate + hexose — > adenosine diphosphate + hexose-6- 
phosphate (I). 

Both reaction products were identified; glucose-l-phosphate is 
not the primary reaction product, since the enzyme necessary for 
its conversion to 6-phosphate is not present. 

The reaction is completed within 5 minutes when 0.25 mg. of 
crude hexokinase protein per cc. is incubated at 30® with 2.5 mg. 
of glucose and adenosine triphosphate containing 60 y of labile P, 
30 y of which are transferred to glucose. The progress of this 
reaction can be followed not only by the disappearance of acid- 
labile P but also manometrically, since one acid equivalent is 
liberated when one of the pyrophosphate linkages is broken with 
the formation of hexose-6-phosphate. 

In equation (I) only one of the two labile P groups in the 
nucleotide is transferred to sugar, a fact which was already indi- 

‘ Meyerhof, O., Biochem. Z., 183, 176 (1927). 

’ von Euler, H., and.\dler, E., Z. physiol. Chem., 236, 122 (1935). Meyer- 
hof, O., NaluTwissenschaSlen, 23, 850 (1935). 
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cated in some experiments of Meyerhof and Kiessling.® The 
second labile phosphate group can be transferred to hexose, 
provided that a heat-stable protein, present in muscle tissue, is 
added to the hexokinase. 

The heat-stable protein in the absence of hexokinase has no 
activity. When adenosine diphosphate is added instead of tri- 
phosphate in the presence of hexokinase, no reaction with glucose 
or fructose occurs until the heat-stable protein is added; the 
reaction then proceeds according to the equation: adenosine 
diphosphate -f hexose adenylic acid + hexose-6-phosphate (II). 
The phosphorylated sugar, which has been isolated, contains no 
hexose diphosphate. 

The factor necessarj'- for reaction (II) is a protein, since it is 
precipitated by trichloroacetic acid, ammonium sulfate, or sodium 
sulfate and is destroyed by pepsin. The trichloroacetic acid 
precipitate of the protein when dissolved in dilute sodium hydrox- 
ide exhibits full activit}'-, when tested immediately. The protein 
is inactivated in alkaline solutions but is reactivated by reduced 
glutathione or cj'steine; the latter two substances are inactive 
when added without the protein. The protein retains most of its 
activity even after 20 minutes of boiling in 0.1 N hydrochloric 
acid. 

The heat-stable protein is active in very low concentration; 
1 7 of purified protein per cc. is able to catalyze the transfer of at 
least 14 7 of labile nucleotide P in 5 minutes at 30°. The protein 
concentration was determined by the biuret reaction. The heat- 
stable protein is not identical with insulin. 

Deparlment of Pharmacology Sidney P. Colowick 

Washington University School of Medicine Herman M. Kalckar 

St. Louis 
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^ Meyerhof, 0., and Kieasling, W,, Biochem. Z., 283, 83, table VI A 
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GUANmiNURIA 


Sirs: 


A myopathy in a young married man, 26 years old, was recently 
brought to our attention. During the investigation of his nitrogen 
metabolism, guanidine was discovered in the urine. With the 
isolation procedure of Sullivan, Hess, and Irreverre' for guanidine 
in urine, 52, 36, and 4S mg. (calculated from the picrate) were 
recovered from three 24 hour specimens, after the use of AgiO as 
an o.xidizing agent. The creatine values were 1.45, 1.72, and 1.38 
gm. respectively in these three specimens; for creatinine 3.57, 4.88, 
and 4.02 gm. were found. 

Our attention was directed by Dr. Irreverre and Dr. Sullivan 
to studying the urine after mere filtration. Adding a saturated 
aqueous solution of picric acid to the filtered urine caused a voluminous 
crystalline precipitate to appear irnmcdiately. The crystals ex- 
hibited the characteristic chevrons and needles of guanidine 
picrate. The picrate melted at 322°, uncorrected, and at 328 , 
corrected. Sullivan’s- specific test for unsubstituted guamdines 
was strongly positive. Nitrogen (calculated from the picrate), 
29.31 per cent; theoretical 29.17. Over 571 mg. of guanidine 
(calculated from the picrate) have been isolated from a 24 hour 
urine specimen. Neither glycocyamine nor methylguanidine was 
detected. We cannot find any reference in the literature regard- 
ing the presence of guanidine in the uncombined form in the urine. 


Coney Island Hospital 
Brooklyn 
Hew York 


I. J. Greexblatt 
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‘ Sullivan, M. X., Hess, W. C., and Irreverre, F., J. Biol. Chem., 114, 633 
(1936). 

* Sullivan, M. X., Proc. Soc. Exp. Biol, and Med., 33, 106 (193o). 
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THE FORMATION OF PYRUVIC ACID FOLLOWING 
GLUCOSE INGESTION IN MAN* 


Sirs: 

Pynivic acid has been shown to be a normal intermediary in the 
metabolism of carbohj'drate in vitro, but this has not been defi- 
nitely demonstrated in viio. 

We have therefore studied the blood pyruvic acid levels follow- 
ing glucose ingestion. Twenty-one e.\periments have been per- 
formed on Seventeen, apparently healthy and well nourished 
subjects. 

Glucose and pyruvic acid were determined in the blood with 
the subject under basal conditions. Immediately fo’ )wing, 1.75 
gm. of glucose, per kilo of body weight, were given by mouth. 
This was generally administered in a 25 per cent solution. 
Samples w’ere taken at 30 to 60 minute intervals, over a period of 
•1 to 6 hours, the subject remaining at rest in bed. 

Pyruvic acid was determined by a method previously described 
by Bueding and Wortis.* The results are presented in the 
accompanying table. 



No of 
samples 

PjTUvic acid per 100 cc. blood 


Average 

Range 

Fasting 

21 

mg 

1 04 

mg. 

0 SO-1.23 

i hr. 

9 

I 24 

0 99-1 47 

1 “ 

21 

1 43 

0 90-2 03 

2 hrs 

20 

1 IS 

0 73-1 51 

3 “ 

21 


0 67-1.47 

4 “ 

21 


0 SO-1 40 

5 “ 

11 


0 81-1 17 

Peak of rise 

20 

1 47 

1 10-2 03 


* -Vidcd by a grant from the John and Mary R. MarLle Foundation. 

• Bueding, E., and Wortis, H., J. Biol. Chem., 133, 535 (1940). 
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The maximum rise, which averaged 0.43 mg. per 100 cc., 
occurred at the end of 1 hour in every case but one, in which the 
peak was reached in 30 minutes. The smallest change in pyruvic 
acid was 0.14 mg. per 100 cc.; the greatest, 0.93 mg. per 100 cc. 
Following the peak, the pyruvic acid level fell, reaching the normal 
fasting range at, or before, the 3rd hour, in all but one case. 

These observations indicate either (1) that pyruvic acid is a 
normal intermediary in the metabolism of glucose in man, or (2) 
that the ingestion of glucose by mouth stimulates the formation of 
pyruvic acid in some other way. 

Medical Service, Psychiatric Division, Bellevue Hospital, Ernest Bueding 
and the Department of Medicine and Psychiatry of Martin H. Stein 
New York University College of Medicine Herman Wortis 

New York 
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THE RELATIVE ARGINASE ACTIVITY OF CERTAIN 
TUMORS AND NORMAL CONTROL TISSUES 


Sirs: 

The relative arginase activity of buffered extracts of the fol- 
lowing pairs of (a) tumor and (6) normal control tissues was 
determined: (a) Iransplanled liver tumors of rats and mice, (h) 
embiyonic livers and the livers of tumor-bearing and normal 
animals; (a) spontaneous mammary tumors in mice, (6) lactating 
and stilbestrol-induced hyperplastic mammary tissues; (a) moi^e 
lymphomas, (6) lymph nodes and bone marrow. Varying ratios 


Relative Arginase Activities 


Ti&suo 


axio> 


Normal I mouse livers 

Livers of I mice bearing transplanted liver tumor — 
“ “ C3H mice bearing transplanted liver tumor 

Transplanted liver tumors in I mice 

“ '• “ “ C3H mice 

Normal rat livers 

Regenerating rat livers 

Livers of rats bearing transplanted liver tumor 

Transplanted liver tumor in rats 

Normal female rabbit liver 

Liver of pregnant rabbit 

Rabbit embryo livers (17 days old) 


72 

76 

69 

3 
2 

43 

44 
36 

4 
33 
28 
15 


Hyperplastic mouse breast induced by stilbestrol 

Lactating mouse breast 

Spontaneous mammary tumor in C3H mice 

“ “ “ “ C57xA mice — 


Normal mouse lymph nodes. 

‘‘ “ bone marrow 

Mouse lymphoma No. 72942. 
“ “ “ Y103. 

“ “ “ Y606. 


2 

0.4 

3 

4 
11 
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of enzyme to substrate were studied and determinations of the 
reaction velocities for each tissue were made. 

In relatively dilute solutions there is a close proportion between 
the percentage hydrolysis of arginine in unit time and the cube 
root of the N (in mg. per cc.) of tissue extract. Reaction velocity 
studies were made within the concentration range in which this 
relation holds. The results can be described in terms of a mono- 
molecular reaction. ‘ The reaction constants were divided by the 
cube root of the mg. of N per cc. of each tissue extract at which 
the constants were determined. The quotients, A, are used as 
the basis for comparison of arginase activity and are given in 
the table. 

Complete details and discussion will be given elsewhere. 

National Cancer Institute Jesse P. Gheenstein 

National Institute of Health Wendell V. Jenbette 

Bethesda, Maryland G. Bukkoughs Midek 

Julius White 
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parison, Lineweaver and Hoover, 

325 

Papaya: Latex, proteinase, crystal- 
line, Jansen and Balls, 459 
Pea: Roots, carboxylase, Horowitz 
and Heegaard, 475 

Peptidase: Poly-, yeast, isolation 
and properties, J ohnson, 575 
Peptide (s): d-, hydrolysis, enzyme, 
Berger, Johnson, and Baumann, 

389 

Phenol red: Absorption curve, 
blood serum proteins, effect, 
Robinson and Hogden, 239 
Phenyllacticacid: /?-, tyrosine, con- 
version, Moss, 739 

Phosphoric acid : See also Metaphos- 
phoric acid 

Phosphorus: Blood, adrenalin in- 
jection effect, MacVicar and 
Heller, 643 

Pituitary: Posterior, pressor prin- 
ciple, nature, amphoteric, 
Cohn, Irving, and du Vigneaud, 

635 

Polyhydroxyanthraquinone (s): Blood 
coagulation, vitamin K defi- 
ciency, effect, Marlin and Lis- 
cher, 169 
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Polypeptidase: Yeast, isolation and 
properties, Johnson, 575 

Polysaccharide (s): Blood serum 

proteins, eleetrophoretically 
separated, Blix, Tiselius, and 
Scensson, 485 

Tubercle bacillus, avian, Karjala 
and Hcidelbcrger, 189 

Pregnancy: Urine histidine, 

Langley, 255 

Pregnanediol: Urine, determina- 
tion, Aslicood and Jones, 397 
Pressor principle : Pituitary, poste- 
rior, nature, amphoteric, Cohn, 
Irving, and du Vigneaud, 635 
Protela(s): Blood serum, calcium 
and, relationship, alkalosis ef- 
fect, Yannel, 409 

— — , eleetrophoretically sepa- 

rated, lipids and polysaccha- 
rides, Blix, Tiselius, and 
Svensson, 485 

— — , phenol red absorption 

curve, effect, Robinson and 
Hogden, 239 

Carbon suboxide and, Ross and 
Christensen, 89 

Christensen and Ross, 101 
Ross and Green, 105 

— — — , reaction, Boss and 

Christensen, 89 

Hydrolysis, optical rotation in 
study, Winnick and Greenberg, 

429 

Metaphosphoric acid and, com- 
bination, Perlmann, 707 

2-Methylthiazoline properties, re- 
lation, LinderstrjSm-Lang and 
Jacobsen, 443 

Native and urea-denatured, crys- 
talline papain action, compa- 
rison, Lineweaver and Hoover, 

325 

Tuberculin, x-ray studies, 
Spiegel- Adolf , Seibert, and 
Benny, S03 


Proteinase: Crystalline, papaya 

latex, Jansen and Balls, 459 

Pyruvate: Urine, thiamine effect. 
Harper and Deuel, 233 

Pyruvic acid: Blood, determination, 
acctoacctic acid effect, Klein, 

311 

Formation, glucose ingestion 
effect, Bueding, Stein, and 
Worlis, 793 

Q 

Qulnone(s): Naphtho-, vitamin Ki- 
associated, determination, re- 
duction-oxidation method, 
Trenner and Bacher, 745 

Vitamin Ki-associated, deter- 
mination, reduction-oxidation 
method, Trenner and Bacher, 

745 

R 

Riboflavin: Blood, Strong, Feeney, 
Moore, and Parsons, 363 

Determination, polarographic, 
Lingane and Davis, 567 

Urine, Strong, Feeney, Moore, and 
Parsons, 363 

See also Vitamin Bj 
Rlbonuclease : Crystalline, ribo- 

nucleic acid, action, Allen and 
Eiler, 757 

Ribonucleic acid: Rlbonuclease, 
crystalline, action, Allen and 
Eiler, 757 

Rice factor: Carbohydrate compo- 
nent, Stokstad, Almquist, Mec- 
chi. Manning, and Rogers, 373 
Roentgen ray(s): Tuberculin pro- 
teins, studies, Spiegel- Adolf , 
Seibert, and Henny, 503 

I S 

Saccharoid(s): Blood, Fashena and 
i Stiff, 21 

I — , glucuronic acid relation, 
I Fashena and Stiff, 21 
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Scarlet fever; Toxin, chemiatry, 
Barron, Dick, and Lyman, 267 
Sodium: Determination, Con- 

solazio and Dill, 587 

Steroid compound (s): Urine excre- 
tion, Engel, Thorn, and Lewis, 

205 

, males, Engel, Thorn, and 

Lewis, 205 

Streptococcus : Hemolytic, growth, 
biotin relation, Hottle, Lam- 
pen, and Pappenheimer, 457 
Sulf hemoglobin : Prosthetic group, 
Haurowitz, 771 

S 3 ?philis: Diagnosis, blood serum, 
tissue extract antigenic sub- 
stance, chemical constitution, 
Brown and Kolmer, 525 

T 

Taurochollc acid: Prodmjtion, Vir- 
tue and Doster-Virtue, 227 
— , methionine sulfoxide effect, 
Virtue and Doster-Virtue, 221 
Thiamine; Urine pyruvate, effect, 
Harper and Deuel, 233 

See also Vitamin Bi 
Thlazollne : 2-Methyl-, properties, 
proteins, relation, Linderstr^m- 
Lang and Jacobsen, 443 

Tissue: Extracts, cell-free, glucose 
phosphorylation and oxidation, 
Colowick, Kalckar, and Cori, 

343 

Toxin: Scarlet fever, chemiatry, 
Barron, Dick, and Lyman, 267 
Tubercle bacillus; Avian, polysac- 
charides, Karjala and Heidel- 


berger, 189 

Tuberculin: Proteins, x-ray 

studies, Spiegel- Adolf , Seibert, 
and Henny, 503 

Tumor: Arginase, Greensiein, Jen- 
rette, Mider, and White, 795 
Tyrosine: jS-Phenyllactic acid con- 
version, Moss, , , V ,• 7^9, j 


U 

Urine: Ammonia, excretion, am’ 
acid injection effect, Bliss, . 
Histidine, determination, La'. 

ley, i 

— , pregnancy, Langley, 
Pregnanediol determination, Asi 
wood and Jones, 3' 

Pyruvate, thiamine effect. Harp 
and Deuel, 2.’ 

Riboflavin, Strong, Feeney, Moore, 
and Parsons, 363 ‘ 

Steroid compounds, excretion, 
Engel, Thorn, and Lewis, 205 

, — , males, Engel, Thorn 

and Lewis, 20 ■ 

V 

Vitamin(s): B factors, determina- 
tion, polarographic, Lingan 
and Davis, 567 

Bi. See also Thiamine 
Bs. See also Riboflavin 
K, activity, Fieser, Tishler, and 
Satnpson, 65‘. 

— , blood coagulation, polyhy 
droxyanthraquinones, effect 
Martin and Lischer, 169 

— , chemical constitution, Fieser, 
Tishler, and Sampson, 659 
Ki, associated quinones and naph 
thoquinones, determination, re- 
duction-oxidation method . 
Trenner and Backer, 7^5 

— , determination, reduction-ox! 
dation method, Trenner and 

Backer, 7-15 

X 

X-ray: See Roentgen ray 

Y 

Yeast: Fresh, anticomplementary 
factor, Pillcmer and Ecker, 

VP 

Polypeptidase, isolation ai 

properties, Johnson, b 

Respiration, cytochrome c effei , 
Carroll and Stier, 




